PCT 



m m * m * 



mm 




(si) mm^w^mi 

C12N 15/09, C12P 21/00, 21/08, A61K 
39/00, G01N 33/53 



Al 



{11) 



(43) bne&hh 



WO00/61739 



2000^10^ 19 0(19,10.00) 



(21) m^mm^ PCT/JP00/02260 

(22) B^WWB 2000^4^ 7 B (07.04.00) 

mmm m 03 iss 1999^4^ 9 b (09.04.99) jp 

(71) mmA (*BBS:*<i"'<T^«ftB»coV^) 

(KYOWA HAKKO KOGYO CO., LTD.)[JP/JP] 

T 100-8185 JltSCtlS^HK^Br— TB6»1# Tokyo, (J?) 

(72) mm ; 

(75) mwm/mmA <#Bfcovvc<&*) 

7B#^*t(HANAI, Nobuo)[JP/JF] 
^^^^(NAKAMURA, Kazuyasu)[JP/JP] 
J£W3^*(SH0H, Emi)[JP/JPJ 
0J|i$**CYAMASAKI, Motoo)[JP/JP] 
ftJSfn^(UCHIDA 9 Kazuhisa)[JP/JP] 
m) Iia^(SHIHKAWA, Toyohide)[JP/JP] 
W Pa S(KANDA, Yutaka)[XP/JP] 
jJLfffiffi^(YAMANE; Naoko)[JP/JP] 



TCSBt f&(ANA2AWA, Hideharu)[JP/JP] 

t 194-8533 M~MU^rmmmmTn6m^ 

ttfilH»Xft»*^tt jQfCWSteBfrt Tokyo, (JP) 
^aijWatODWABKmJ, Susumu)[JP/JPj 
T755-8501 U4P*^a5rti^:*Sgft254S*» 
tt¥PH»X*ac***t ^ttflFSWfft Yamaguchi,(JP) 

(81) 3f j£B AE, AG, AL, AM, AT, AU, AZ, BA, BB, BG, BR, 
BY, CA, CH, CN, CR, CU, CZ, DE, DK, DM, DZ, EE, ES, FI, GB, 
GD, GE, GH, GM, HR, H0, ID, EL, IN, IS, JP, KE, KG, KR, KZ, 
LC, LK, LR, LS, LT, LU, LV, MA, MD, MG, MK, MN, MW, MX, 
NO, NZ, PL, PT, RO, RU, SD, SE t SG, SI, SK, SL, TJ, TM, TR, TT, 
TZ, UA, UG, US, UZ, VN, YU, ZA, ZW, BW+MSfF (AT, BE, CH, 
CY, DE, DK, ES, FI, FR, GB t GR, IE, IT, LU, MC, NL, PT, SB), 
OAPI^ff (BF, BJ, CF, CG, CI, CM, GA, GN, GW, ML, MR, NE, 
SN, TD, TG)> ARIPO^If (GH, GM, KE, LS, MW, SD, SL, SZ, 
TZ, UG, ZW), y isT #fF (AM, AZ, BY, KG, KZ, MD, RU, 
TJ, TM) 



(54)Title: METHOD FOR CONTROLLING THE ACTIVITY OF IMMUNOLOGICALLY FUNCTIONAL MOLECULE 



(57) Abstract 

A method for controlling the activity of an immunologically functional , molecule such as an antibody, a protein or a peptide; a 
promoter of the activity of an immunologically functional molecule; and an immunologically functional molecule having a promoted 
immunologically functional activity. 
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m m g 

> 5r -f X : 7* U > S/ X • T > h* -77^- 3 > X (Monoclonal 

Antibodies: Principles and Applications), Wiley-Liss, Inc., Capter 2.1 (1995)] „ 

g»*;h,£££fc:<}:!K t hflc^fcve'Xtnl^OT St r-irftffc (Human Anti Mouse 
Antibody : feiTs HAMA 4:3*33*- 3) jb*3SS*3*U HAMA tt«#Ufcv£Xiftfl;fcKj© 
bTM"J#ffl^g|^CUfe!3 [i?^ — >J-*;Wt>3D^-(J. Clin. 

Oncol. ),2, 881 (1984) ; X^ y F(Blood),65, 1349 (1985) ; y*— *\>W;*-X-1f • 
±5/ a:*-;V-3r* >-y- — --f >X?M ^jr— MJ. Natl. Cancer Inst.), 80, 932 
(1988) ; /D^-r-f > ^X *>J-X-1f • ^- ^ a Tl3=r X — ^X-IM ^>X 
(Proc. Natl. Acad. Sci. U.S.A), 82, 1242 (1985)] s bfe v^Jft^jfc* 
fr*><Dffi&&Mtbl$>*r—i-))''7$-7' — ^— PUT* — *"t4 S/>(J. Nucl. Med.), 26, 
1011 (1985) ; K(Blood),65, 1349 (1985) ; i^-^l/'^X-lf -^3/ a ^V- 

^r^>-y — >X5^ — h(J. Natl. Cancer Inst.), 80, 937 (1988)] N 

t;i/-^^A/py-(J. Immunol.), 135, 1530 (1985);dr^>1t — U it— ^ 
(Cancer Res,), 46, 6489 (1986)] 0 

#£t hM*;*7&flei#V>fci:t h3WB*M£8tf£«# (WT, CDR fcSHBTS) ^Itin, 

nr&«y® (wis vmrntrnm-r^) ^t M5W©»»©tftf*:T?s (juts c 

a^Wy*^ — -X-zT'tyJ ^>X(Proc. Natl. Acad. Sci. U.S.A), 81, 6851 
(1984)] „ kKlfelfel^ am^@Jftffira^f»n-rs ^O^Xjfi&fctb^ 
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*s=ij-)V-Tj3 : TA — ^-^-^-rx>X(Proc. Natl. Acad. Sci. U.S.A), 86, 4220 

( 1989 ) ] o cdr mmm& t h %m<n cdr & t r j^©»«<d#w*© cde 

ilgmbfeini^^t) O-f^ (Nature), 321, 522 (1986)] . 

*IT^& [If-^-fr— ^-;i/-^-> r --r Ay D^—(J. Immunol.), 147, 1352 (1991)] <, 

WRfcs i««^telWbTfefc, ^^«irt CD20 t hS^^fftS'J W> 
[Rituxan; 7 (IDEC) &] ^ HER2/neu b CDR^t6tfi#-Cil&5/\— -te 
[Herceptin; >^ y ^ (Genentech)*fc] ©GlflciSSftjFfTfcfrU ^ft^ft 

b y wm> 1 33 ^ r ^^t^t>'fe 5 sje©r^»^ to nr v > s [s>*— 

■ • £ 'J^*^ • t>^nHJ. Clin. Oncol.), 16, 2825 (1998 k 
— ^-;v-7T^**if ♦^-^>3^-;b -^r^Vit— h(J. National Cancer 

Institute), 90, 882 (1998)] 0 fSfe. ffi^l/E GPIIb/IIIa fc rS*;* ^tfiflMDBrtf 
(FaV ) T'^Sbt/D [ReoPro ; -b > r 3T(Centocor)£L] i±^jS^^t&»W 

ff^^m©^#^Esmi:br^'e^^nTVNSo toes in^w^t^^ft© 

^xftmzn, mmi£M%omM%m^xwm$tix^&o 
m%m<z>w>mz^ ign igD, igG, igA, igE©5s^(D^^x^#^t-raci^^ 

U /r— 3 >X(Monoclonal Antibodies: Principles and Applications), Wiley-Liss, 
Inc., Capter 1 (1995)] 0 b h IgG £ ^^(DWm^ It IgGl. IgG2, IgG3. IgG4 
<J> ^ Xt^M^tlTV^o IgG ^^©iftf&CD^:? x^^-Ht^ 

&lfttf^#tt«JfiP»«*Ste (lUTs ADCCfSt4fc^lB1-^>) 

(J^Ts CDCfSttfc^fB-r?)) fci-o^Tfck dti^T-t^iCWW^^rfctls b h IgG 
^77?'il IgGl VT'P^X&ffiik&m.tb^ ADCC CDC rStt^^bTV^d 

h3lP'f^nT^S[^^;i/^Ay n ^—(Chemical Immunology), 65, 88 ( 1997)] <> 

V^^ai^^— «H6&<fiS?!fc"rstfi«*b hWO^^lit b IgGl Wv^© 



2 



WO 00/61739 



PCT/JP00/02260 



«^®±t3#^-r^i^#:i/-fer^-- (JiTFs Fc 7 R fc^fB-TS) 

@©f^> (j^Tn Cr2 K/w>t3tfB-r£) rt©v><o^©T^yita*cDa 

gt£ [3-D t°^> • s>-*— * ^-7* • ^ Ay Di?- (Eur. J. Immunol.), 23, 1098 
(1993). A 7 D^-( Immunology), 86, 319 (1995), ^r^Jl/-U/n^ 
(Chemical Immunology), 65, 88 (1997)] ©fiik Cr 2 ^ >£fc£l§rbT^5»t 
CDfi^tt • -f Ay u^— (Chemical Immunology), 65, 88 (1997)3 tfimlgt 

£ti/0>£o mmizmVXte, sl?*f F (Boyd) 4 ~-X^&X#-WMM 

m (cho mm) m^&'wxs^u—-? nso »«ifet hm cdr ^*t^ 

CAMPATH-1H (t r IgGi ^^vX) MM© ADCC fSfe 

m&X^P h "XBS^litSott" CDC rStt©^.^^^g^s 

^bfc [^U^f-J-^— • -f Ay o^~~ (Molecular Immunol.), 32, 1311 (1995)] 0 

7-f7 U— <Lifely)£t;£s CHOfflHS. NSOifflflBli^tt^ * h^n-^Y0« 
T^jgbfet h^CDR^tem#:CAMPATH-lH (t r IgGl -tf-y^ ^X) <Dmm<DfttifM 
XT ADCC fStt^MI^ bfefglg, Y0 «Sd3*© CAMPATH-1H ADCC U 

h^^bfe [^iJn/HtD^ (Glycobiology), 5, 813 (1995) : W09 9/54342] o 

z.tit>(om£&, th igGi ityy ^ycD^©^y ^^^-^itl^M©^^ 

*^©@e«3J±x §aiii»-e4iifetF igGi v7t^7.<Dm&(Dmmft 
tut adcc ys^£^£iiii^au ^jffiflMg^^ofiStt^wMs-rs^iSstift 

tSitfcfeSo ADCCiStttfii&U mJB*ln;#©<frft ^-f^cD 
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(Science), 280, 1197, 1998] , ADCC m&wm&fc <fc 5tft<**&© <fc *>m^iHM#%l 

e>{i s 2 liCDft-f # — ||3m»-t?*> £ CH0/dhFr-« (ATCC 

CRL9096) &T>* CH0/DG44 M * -tzJi/ • T> K • lx * :x ^ — • 

^-f Somatic Cell and Molecular Genetics), 12, 555 (1986)] s v«>^^x 
D-VNS0« [RCB0213, /H*/t^ ^ D ^-(BIO/TECHNOLOGY), 10> 169 (1992)] % 
t^X^id- v SP2/0-Agl4« (J£Tr\ SP2/0«hai3f S ; ATCC CM, 1581) s 

h ^ j.D-»^YB2/3HL.P2.G11.16Ag.20« (WT. YB2/0 »|JBfc*IB"r S ; ATCC 
CRL1662) T^ffibfeb h IgGl it^^^X©#St: rftifr&O in vitro ©^tefPffi 
&fxo fc*^ 7 i y xD — T YB2/0 «T«^ U£ t MbtnflwD ADCC 

ffll>fc in TivoCD«ttffMBi*fT^fe*S*s YB2/0«l!41bfeh r-fbtfcfttflife* 

fee H(C#«i£r<MBS7?£0 bfc t h ^ttf*^^©«3a&»3Wt:^«f > Jfc«E U ADCC 

fclBHBttU WTO (1) ~ (6 2) tlifS, 
( 1 ) ^^f^^^^-T 5N-^'J3^> F^M^iS^^T 2fc S N-T-fe 



Manal 



Manal 




4GlcNAc01 



-4GlcNAc 



(4) 
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Man a 1 



Manal 




|Man/31 



4GlcNAc01 



- 4GtcN Ac 



•r^ _hsa (3) ia«sco^o 

h 7j7- IfT&Ss -LIB (5) fBSOT^o 

(7) 7 3i/JV 1^7>X7i7- fe°7^a 1,6-713 iWl/ h 5 >77 17— t?-e&£. 

_tss ( e ) mm<D^m 0 

(8) «im^s 7^ h^xD-Tije^tsitts^ ±ib (3) tmco 

(9) h^P— "7V h *:np~^]^YB2/3HL.P2.G11.16Ag.20 
IfflJ© (ATCC CRL1662) JifS (8) IB^^^o 

(10) N-^yr^> H^iisi0M^TON™r^^;i/^;v3-9-^>{cyrr--x 

(11) Mft^s 

Manai -s. 

5 Man JS 1 »- 4GlcN Ac £ 1 *- 4G!cN Ac 

Manotl-^ 

^tf«l^-??feS^i:^#mii-r5. ±SB (10) W^^o 

(12) 3K7c5fc*8© N-T-fe^;i/^;vr3it^ >C73- ^^#*Pf 
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;H^7>X7x7-1fT^6, ±13 ( 1 2 ) «M8©35rifeo 

(14) 73i/JI/h7>77i7-i?#a l,6-7=3^;i/ h7>X7J7- 
5s ±13 ( 1 3) ta«CD7J^o 

(15) Mi^^m ^r^KT?*a±IB (1) - (14) 13 

(16) N-^U3^F^ii©i%*«®^7t^^1j->>C73-X 

(17) flftftfi*. 



Manal 



Manal 




|Manj8 1 »- 4GicNAc P 1 *~4GlcNAc 



(18) ISi«#> M^TO H-7-bf;^JV3t.>C7n-74firiDt5iI 

(16) ffi«©^ae«tB^«tt<Eaii3«o 
;^7>t,7x7-w§, ±13 (i 8) mmco^mmm^mn.u.mmo 

(2 0) 73^l/h7>77x7-Wa l ) 6-7n^!/F7>77i7-m 
5, ±13 (1 9) IB«cD^^tl^^iS»Jo 

(2 1) mn&, h $^n~^MM&&m~fz>Mm-?:&2>, ±is a 6) ia 

(22) 7 y b ? X D - YiJB* s 5 y h * X D — vi§ 
YB2/3HL.P2.G11.16Ag.20»S (ATCC CRL1662) tfe^ ±13 ( 2 1 ) ia«©^fe3g«ltl 

(23) ^IBfcte^tfffifls ISSs ^7°^ K-C&5±ffi (16) ~ (22) 
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(25) N-^<j3*y m&mmo* mft^mcD^T^^jvyj^v-^>^y^- 
(2 6) ftmmmtt&tm^ leis ^y°^w&%>±m (24) iamo^ 
(27) sags kt?^s±i3 (25) mmoftm 

IV Sfe{±^^mMtt^Wb^^«^fflV>§iltS^^T§s ±83 (2 4) 13 
(2 9) MtS^od N-T-te-^l/^vrJitS. >C7n- X^ftSp-T^^^^rj^ 

/i/b^>^7^7— ^-efes. ±83 ( 2 8) mmomrnxmo. 

±13 (2 9) 8att®stft£r»„ 
«^fflv>feM^r^sdfc^mii-r^. ±13 (24) mm(D&mmmfr^<D<m 

(3 2) b 5L^V~~?fflM'&, YB2/3HL. P2.G11. 16Ag. 20 «T»feSs ±13(3 

1 ) IB^cdM^Tj^o 

(3 3) iMTc^il© N-r-fe*-;v#>:3l*-5, x^ftt-r^^tStt^ 
l«ffll^utMi:tl»s ±13 (2 5) I3«g©^#^^©M5t73^o 

;vb^>^7^^— ^TfeSs ±ia (33) mmcommJi&o 

(3 5) 73j/;H7>X7i7-lf^ a l,6-73^l/h7>77x7-ifT- 
-5s ±13 (34) g3«OS^B73^o 

(3 6) ift#7>\ ffi«MS*n;M&^aT^*n;^T^^±H3 (2 6) iB^cd^^ 

x^^m^mm-r^o mi&mz^ #>^y^> k gd2, gd3, gm2 i*^>y— • 

^AyDi^- • -f Ay tf— (Cancer Immunol. Immunother. ), 43, 152 (1996)] . 
HER2[i^— T^W^-it— Ui^— 7^(J. Surgical Research), 77, 85 (1998)]. 
CD52 ['ja-^^r • Uif— ^(Leukemia Research), 22, 185 (1998)] , MAGE IT 
7"^^(APMIS), 106, 665 (1998)] mtP&l? i?n2> 0 Sfes M^MM^M-g^Zm 
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Mm z ?J&ZF^<D\s-te7<?— t/^ypUTX (Pancreas), 17, 169 (1998)] , i&1fF*3J& 

mmmmm^Rxi^cDu-ty"^— iwu*> — r >#-^3^;v(pathoiogy 

International), 48, 499 (1998)] m&fotf e>n&<> 

(37) mmmmtm^iJ>y)^->^ gd3-c&^ ±ib (36) mm^mm 

(3 8) tm&, 7-9-51 (FERMBP-6691) «fc t>£g£*i3ir£#:T7;fc3±S3 (3 6) 
13 ( 2 6 ) ffitt6D^Jg«SI6^o 

4 ~7X -Jr7~-T Wl/^r— '7>F-fA/n^-( International Archives. Allergy. 
Imraunology),117, 11 (1998)] . KSHa^EH^&tf - [iM h#-f> 

(Cytokine), 8, 651 (1996)] ^3&*2&8*£>ft£o 

(40) ^fettifejitigaat-siaM* 5 , t h^>^-cW3r> 5 u-fe 
:T*-a&T!<&£±fB (3 9) S3tt©^3SE«SI6^o 

(41) No.3 (FEEM BP-6690) «fc !)4I^*l5iSft:-efe5±iB (39) 

(42) iftf*^ M^^m^H«-r 5ttJR*B«|-r Sttfr"Ca&S±l3 (26) 

mcDmmizm^-r&tfim&MvkT&o mwjizi±, m^vukd Gpiib/nia[xp>^ 

^ x . .J -y— ^-(Thrombosis Research), 89, 129 (1998)] s jfiuW&^JifliS^S 
V*©H!^- [T^< U • *J*r—i-)V • tTT' • y*py- (American J. 
Physiology), 269, 1641 (1995)] , JftMSS? [Xo>^X • T>K • 
^>X( Thrombosis. Haemostasis), 79, 14 (1998)] $£j&*&fef e>*l£o 

(4 3) ia^^s iB^^0{z:||^t-SJi ! LM^a-r^JJi;#:T^S±IB (2 7) 
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— v h P 5>— • -f >^—^--> 3 ^{Rheumatology International), 17, 223 (1998)] > 
CD4[ U a-Tr^ vP-y^-l y—$?X*&*)—97>'Hr'7'J—?>''r-* U # (Rheumatic 
Diseases Clinics. North America), 24, 567 (1998)] ^jP&tfkftSo 

(4 4) tfifl:# N <jM ;u £ £ 5 ^ £ fRIIIT 5 & £ 
±ffl ( 2 6 ) BB*©*ag«lt6^Fo 
#2gflJi© -f a i4<HW*»!fcH5t-r &tftli i: BU £ -f )\<x * fc fct|ffl®<£># - 

n*-T£o Mi&mzlt, gpl20 Ce?-f PDH Virology), 248, 394 (1998)] , CXCR4 
[i^— >>^Di?- (J. Virology), 72, 8453(1998)] „ ^p#^ [3? 

i;nA;v--?^^D;U^oi;»(J. Clinical Microbiology), 34, 

2053 (1996)] m&foi-f e>n-g>o 

(4 5) ±13 (3 6) IBiBcD^atl^^^^^abT^WrSs JS©^Wf 

(46) ±13 ( 3 6 ) aa*©*^!^?***^*: bTMt^^ 

(47) ±bb (36) mmvft&mmfrp&myimfttisx&m'rz, m<D^m 

(4 8) ±13 (3 9) IBm^K^&^^ilUT^TSs TW^-lfett 

(49) ±13 (3 9) mm<Dtjii&%m%jmfttis~c<&mir^ ^wi^-ufcy; 
(so) ±b3 (3 9) tm<Dffii&%m$bmfrtvT<&m?z>s r is 

(51) ±a3 ( 4 2 ) l3*®tt#*#«Ma#i: bttlft§^ «««^&©^Wf 

(52) ±fB ( 4 2 ) IBi&c^#:£»jj^t: Lt^tSs «3X«&jAcZ)&)K 

Mo 

(53) ±13 ( 4 2 ) mmoimfa&mmfrt vx^mr mm&mmwffi 

o 

(54) ±13(43) e«©tft#**r»J&#fc bT^Wir IBMEtCDi 
(5 5) ±13 (4 3) 8Btt©tftiti*WSbfifc^2:b , r^"rS> B B*|&gJftCDt& 
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(5 6) _tia (4 3) mm<D$m.%L%mwufth\sX<3in%-?2>, iBMEt©^ 
mm. 

(57) Jtie (44) mm<Dtk^mm^h\,x^m^^ «>^^ifeM. 

(58) ±fB (4 4) l3«©tn;^^^i:bt:^Wt"^. >>^;i/^Sfcy:lffl 

(59) ±f3 (44) mm<Dffrik%m$m$rtvx*5>mT%, *? j frx&fc&m 

(6 0) ±83(2 6) (2 7) $m<D^?^P1iif£&m&M%mm'fr£ 

(61) ±13 (60) IB«^©^^ FtfcliiaitW^t bT^-TSs 

(6 2) ±.b3 (60) %m<D^y^- \*&tz&m&M&m®}f&frb^T^-T%>, 




WO 00/61739 



PCT/JPOO/02260 



(JiTFs Gal-GlcNAc iiS^o JCD^^MfrbT 1 fc^ U£lt£WW Us H£ Gal-GlcMc 

t Mbfcvf££ btil t hM^r^in^k t hMffil^tt^^ (complementarity 
determining region: CDR tmWZ>) ^WSKfat* £>ft£o 

Rra£««t±v«cj«i:bTHva3fe«±vHi:*«iir) (wTs 
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^t^JR-TShlgGU hIgG2, hIgG3 N hIgG4^ V^ofeit^^ ^XCWf tl&ffll^ £ C 
-e#^o ^fcs b bMZ-t^tnfcxDCLbVX^ hIg{;rllt~tU;£l^&& 

-So 

^^^©^CO^ji-eS.Ds MfchlgG^^XtURfShlgGU hIgG2 s WgG3 s hIgG4£ 

fmM*&*>&Mt*mw?&z tires 

Ste^fcJS AT a c: £ S:: J; D Fab. ~*m$Kfem<D$ni&ffift%7 y—pmmizmm$ 
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ADCCtfrffi^fcfc, H**filia^fc:«g-&bfetri#:^ Wt»Fc«« ^ — «UBs 

fc -fe ^ — cdm-o^/t utx7x^^ -jwua&sitt'fb u mu^« w«-r £?s 

U 3 >X(Monoclonal Antibodies: Principles and Applications), Wiley-L 

iss, Inc., Capter 2.1 (1995)] 0 

-fdr>-2 (IL-2) [1M ^>X(Seience), 193, 1007 (1976)] N ^>*-P>f*- 
>-12 (IL-12) — D-fulM Y - ^o^-(J. Leuc. BioL), 

55, 280 (1994)] „ n n--tt*H : ?T?» S*tt3»=i P--*!fi»H ; ? (6-CSF) [S> 
^— •^-^-/\V^nv ! *;i/-^r^^ h U— (J. Biol. Chem. ), 258, 9017(1983)]. 

?^n7 7-^3Dr-iffl-f (m-csf) - ^-y-^^^^';^>^ 

;V-/r^fi/>(J. Exp. Med.) , 173, 269 (1992)] . Ifi-Y^D7 7-^np 
:=.— Jfcl&EB^ (GM-CSF) — ^;V-^7-/W^-p^*;V"Jr^^ h U— (J. BioL 
Chem.), 252, 1998 (1977)] , Mmm?X*fo%^V ^> (EP0) — 

• - /Htny*^ - ^UF U— (J. Biol. Chem.), 252, 5558 (1977)] \ 
hP>Wxf> (TPO) C^^^-V— ( Nature), 369, 533 (1994)] teZifi&tfb 

^^#:p«3^^#bfel^CD> »J>^3» (T«s B»^) N ?^D7r-^ilB;D 
^%H^©SSW45J:^^ K©tSfS©«fc{^ IL-2 «*> IL-12 T 
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(1) * 7 ^ smmw&m 

Dionex ttMMifi^t/f^« (BioLC) £ffl^&#^W6> 
2"iSo BioLC &HPAEC-PAD (high performance anion-exchange chromatography-pulsed 
amperometric detection) m • • 'J^rV H • ^DYh^77^- 

(J.Liq.Chromatogr.) , 6,1577 (1983)] fc«fc otiM^MtSig-e$i So 

U-(Agrue.Biol.Chem.), 55(1) ,283-284 (1991)] t^-^T^inTjc^bfe^^ 2- 

7Vfj ^MbTm^^^;Hb u hplc mn uTiimttswmt-^ c £#*t- t§„ 

(2) mmmmmm 

U- (AnaLBiochem.) , 171,73 (1988), £mt¥mm$k 23-^S8K«ifmfe (^ 
:£&«>#-) iSffiift^ii (1989¥) ] izXVfioZ.t&'e^&o 2&7uMMvy 

hU- (J.Biochem.) , 95, 197 (1984)] ^ft-it^ ffr^mz £ D«i£M£> 
v y ^±{3 7*0 v h U # > ^— h* (TaKaEa It®) s [T^ U ^ 7j;P * 



14 



WO 00/61739 



PCT/JPOO/02260 



/W^^h'J- (Anal. Biochem.) , 171, 73 (1988)3 hOiMJU D 

$ e> fci&ISSI© MALDI-TOF-MS & ir©»#*T&frl\ 2 Kn^Wc? v «t D ft 

n & «h& *anB-r * c § s „ 

IgGt^T^N-^n^K^ISm^ ^iiLT^T^f-^ (/H7>rt 



I 

+Gali31— *-4GlcNAcS1— »^2Mana1^ 

♦GlcNAcfr 1 — 4 Man* 1— ^GlcNAc^ 1-*- 4GtcNAc 



±Gaf JB 1 -h^4GJcNAc jS 1—*- 2 Man a 



IgG ©fStefcfc. ±E2*m©*H^^Wft*^ N-T-fe^;U^;V3-9-^>tC7n- 

K^issi^ftsn^nstftf*:* Fo«Ka&*-rsjK# (fo mm > 1 *m<z>**« 

^F2«tit^"rStn;(*: (F2tftflt) ttS^ IgGOD?Ste<DiS£fck FO m#:>Fl $rt# 
>F2 4ni^i:^^o 
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tifc$iifc(D adcc m^mmi~^tcit>iz.i±, ±7&vrc^n^^(Dmm(Dmm^ 
iz&vm>mzm&^TU2>mm*m%ris, mmmm^mmtvx adcc m^mmt- 

mM^fitc.m^<D adcc m^umr zr^mz^ n tn^xmo mi^^mtm 

MM^tLfe^CD ADCC m&%W\ffl~tZ>fcmzt±^ F2 Jfi#:©#&jt^£iS< "Ttl^ 

n 3W»^ bfe n-^>h ^> vm&mm&ftmmmfr^izttm-? & x ^ mzmm 

±&<D£olZ s FOiJ^ Fl^^^F2m^{ai-#&J:b^^il^-rSCfcC 

tm^ ^T^v%fc\±m&mzpm<DMm%m&£&&^z^ Emt-r^tm. 
&<dx& x^o ffife<DYcmmzm&Tz> N-7t^^3it^>t73-xs#jjo 

mx%>% YB2/3HL.P2.G11.16Ag.20TO (ATCC CRL 1662; OT> YB2/0 « t BSIBr 
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aU-7^>JV^>X7i7-lf (WTs FUT8 h$$"t") &%>\?e>ti2> 0 

fi»tbt(i sbi^ sis. »«m& ^mmmm, mmh-tzm 

mme>^Bmtvxi±, xi/iut7is ^z^^-tm, 

y"- V ^Al, 3iJ^7f'J7^ ^7Pn7r'J7AR ->3.— F^EtXS^t 
JR-rSIR^^N- 0d^l^N Escherichia coli XLl-Blue. Escherichia coli XL2-Blues 
Escherichia coli DM. Escherichia coli MC1000. Escherichia coli KY3276. 
Escherichia coli W1485. Escherichia coli JM109 S Escherichia coli HB101 S 
Escherichia coli No.49. Escherichia coli W3110\ Escherichia coli NY49, 
Escherichia coli GI698. Escherichia coli TBK Serratia ficaria . Serratia 
fonticola s Serratia liguefaciens . Serratia marcescens . Bacillus subtilis . 
Bacillus arayloliguefacines . Brevibacterium atnmoiriagenes . Brevibacterium 
immariophilUBi ATCC14068 s Brevibacterium saccharolyticum ATCC14066 » 
Brevibacterium flavum ATCC14067. Brevibacterium lactofermentua ATCC13869. 
Corynebacterium glutamicum ATCC 13032. Corynebacterium glutamicum ATCC13869 S 
Corynebacterium acetoacidophilum ATCC13870 . Microbacterium ammoniaphilum 
ATCC15354. Pseudomonas putida N Pseudomonas sp. D-0110^^$>{f ^cfc^f^o 

^©OD^^IfflJiSi: bT&s Saccharomyces M . Schizosaccharomyces M . . 
Kluyveromyces Trichosporon i s Schwanniomyces Jg. PichiaM . Candida J j^fc 
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litetlv MitM., Saccharomyces cerevisiae s Schizosaccharomyces pombe N 
Kluyveromyces lactis s Trichosporon pullulans ^ Schwannioroyces alluviiiS s Candida 
utilis m&m? % Z. ZifiX % 

^-^^n-x/NA^^-ipmwcHo/dhfr-«, momumm, 7^kxd^ 

YB2/0!fflfl&, IR983F«, 5 COS mm, tHxD-?lM§t 

x>;ws (Namalwa) tt&^&fcf Ztl&o $?£b<fc^ X/nA^^—# 

mmmx & § cho/dg44 sbus^*** jf e> n & <> 

Smm©^^tt^bTtt. Spodoptera frugiperda gP^jMBTefe & Sf9 s Sf2i 
CBaculovirus Expression Vectors, A Laboratory Manual , W. H. Freeman and Company, 
New York (1992)D ^ Trichoplusia nij9|jpJM8&T~& S High. 5 ( Invitrogen 

<a v &nistrstt * # i> & ^ mm mt& s & «a#t?» ^ ^ & s & <d-c% 
i±j y$Tt> hmm%wmvxm^x% ^ 0 a 1,6 m^m^-r^mmtvxi±. 
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* b < fcfc FUT8 if 5> tl £ 0 
tSCfc J: D^#-r&££^T*§3[Proe. Natl. Acad. Sci. USA, 77, 7380 (1980)] o 

^>7^x^^#tb»ii:i,m v>^. ^-y-^s -•Jh'j, 

y £ t- Y # b h !&$3£#$£-r & £ % £ [Manipulating the Mouse Embryo A 

Laboratory Manual, Second Edition, Cold Spring Harbor Laboratory Press(1994); 
Gene targeting, A practical Approach, IRL Press at Oxford university Press( 1993) ; 

<m, (1995) ] 0 

mVt&MMt^Tte, [Nature, 292, 154 (1981)K ^ * K -V h V , 7 

§CJ:^T^§ [Science, 280, 1256, 1998; Science, 278, 824 (1997)] 0 

mmmtvxa, mz.&. mm%3<D*)v? c#ipg 63-309192) > mm^m-f^^-t 

h^>^^^^^^*^©#M^i:bT(i, AfitfBiol. Chem. ,380, 825 (1999)] 
&ifjQ*&tf £*U y V h*tf3©f^M^^fc bTfcfcs ^ [Plant Journal, 11, 

1195 (1997)]^$)(f 5>tl£o 
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(1994K Mffli&m, 21 (1995), Trends in Biotechnology, 15, 45 (1997)] J3ip DT 

^3^5 >C73- *#ie£-r« n-^;i^> K*g-^«iaftwrs^iSE*iife^ftSBi 

[*-r^-V— • ;Htf7 7P^- (Nature Biotechnology), 16, 847 (1998)] ftf 
[^t-^-ty-^Ayo^J. Immunol.), 160, 293 (1998)] 0 ^ 

( i ) t ^bts#:ssaffl^^^-ct)iwi5 

t h^©HSi© lsRiy-yp^x&c&m (ut, he r i ^ibts) 
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■fr<bf&&%k&fc DNA £flJ^£CI £#"1?^ £& N cDNA £ffiV> 3 C 

88517! § 3 & ©T&*lfc£t ^ & & % CDT* & ffl V n £ Z. £ ifi-C § 3 o 09 £ lis PAGE107 [it 
^ j p^-(Cytotechnology), 3, 133 (1990)] , pAGE103 iW—m • • 
/U*>r$X h U-(J. Biochem.), 101, 1307(1987)] „ pHSG274 [i?->(Gene), 27, 
223 (1984)] s pKCE [/n^-rV • • If • ^>a^;V • Tiiy^ 3. — • # 

y . tJ--f^>X(Proc. Natl. Acad. Sci. U.S.A.), 78, 1527 (1981)] „ pSGl 0 d2-4 
[1M h^^y PS^— (Cytotechnology), 4, 173 (1990)] ^^(ff,til»c i&W 
JBffllg^^^^— tffll^rD^- # — i:^>/N>-9-— £UT«xSV40 (DlQJM^V^ 
— ^ — [i^— ^ ■ Ht7 ■ /W^-Jr^;* h.U— (J. Biochem.), 101, 
1307(1987)3 „ ^P~— V^M#It>--f;i/X©LTR 3. ■ T> K • ^ 

4$-7 -i Uit— 5^*3 3 ->!r— >X(Biochem. Biophys. Res. Commun. ), 

149, 960 (1987)]. fcgE^n^y >Hi07o^- [-te;i/(Cell), 41, 479 (1985)] 
i:^>/\>+N- [-teMCell), 33> 717 (1983)] «*ifcff e>ft£„ . 

^•7-fA;D^^VyX(J. Immunol . Methods), 167, 271 (1994)] 0 

a^cDV^^^^fct^W^U F-v«J;D mRNA^mU cDNA 
«<> -e-rifcUfc cDNA ^^r — ^V>t±r^^ 5. WeD^*-£^D — — >^UT 

m vm± v & — ^fc urffl v\ h « v 3 — h -r s cdna -r s m& 
i7 7-^Mi»i7 , 7^5 KMLivTOn- f <r& cdna %mtz>mM 
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-h^Mn^it^^AS V yX->l* >-^>if-f to ^ — (Methods in 
Enzyiaol . ) , 154, 3 (1987)] , ^fe^: RNA frt> mRNA &MM.'TZ>J5%kt. btfc #y 
^(dDHjfrfb'feJl'P — X£^A&[^ V^a.^~-^D~->^:T hi;—. 
T~:x 7* ;v (Molecular Cloning: A Laboratory Manual), Cold Spring Harbor Lab. 
Press New York, 1989] mtfimfbtlZo ;WX>; Y-^fflmfrh mRNA $iB 

KtS^ry hhbtit Fast Track mRNA Isolation Kit (lnvitrogen*±i?0 s Quick 
Prep mRNA Purification Kit (Pharmacia QM) btl&o 
cDNA (D^JtiTklF cDNA v ^ y -Wm&t btfl SSS C^lx^a^- • * P- 
: 7* * ^tf?-^ p y— • v~o.T;V(Molecular Cloning: A Laboratory Manual ) , 
Cold Spring Harbor Lab. Press New York, 1989 ; # V > r • XP h =3— ;vX • -Y > • 
^El/^-x^— • yt-f S?— (Current Protocols in MolecularBiology), Supplement 
1-34] „ m^terftMV)*? K m%-l£. Super Script™ Plasmid System for cDNA 
Synthesis and Plasmid Cloning (GIBCO BEL ttSft) * ZAP-cDNA Synthesis Kit 
(StratagenettM) MV> 5 17 e>n£„ 

cDNA^-f ^y-©{«©^ s 'WXy K-v«^?>amUfcmRNA^Mi:U 
T^ffcUfc cDNA ^li^SM?^ ^— «*s M cDNA 3^ ^ifctifcCl^ 

&&fc©^fcJB^3£4:#T S3 ZAP Express[ 7h7r^-X( Strategies ) , 

5, 58 (1992)] s pBluescript II SK(+) • - y if— ^(Nucleic 

Acids Research), 17, 9494 (1989)] s A zap II (Stratagene tfcSS) x A gtlO s A 
gtll [DNA ^n»z>^:7 - X^t^ yb^-XXP—^DNA Cloning: A Practical 
Approach), I, 49 (1985)] . LambdaBlueMid (Clontech#SS) , A ExCelK pT7T3 18U 
(PharmaciattM)spcD2[^lx^r^^"-T> K — ;Ktni?- (Mol. Cell. 
Biol.), 3, 280 (1983)] W s pUC18 [^->(Gene), 33, 103 (1985)] WfflV^tl 

7 7-*lir7X5 K^**— fc<fc D^^tiS cDNA ^ X5 'J-^fAt 
&X<M®£: UTi±a£ cDNA ^ X:? y— £#As BJB^^-e^S^OT^n^W 
*3&S%CD7f*fflV>Sili:*ST?*So M>Lfc£s XL 1 -Blue MRF' [Xh^T^-X 
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(Strategies), 5, 81 (1992)] > C600 [i^^^M y ^(Genetics), 39, 440(1954)] „ 
Y1088s Y1090 [-9- -T^>^ (Science), 222, 778 (1983)] . NM522 [2>^ — ^ • * 
T • ^EU^-a^— • ;WtO^~(J. Mol. Biol.), 166, 1 (1983)] „ K802 [i^ — 
• • (J. Mol. Biol.), 16, 118 (1966)] W 

JM105 XGene), 38, 275 (1985)] 3WBl^*l,£o 

cDNA 7^75 >J— #»£©fc h^cDi&tJOlrC^CDHII^LSi V flJtt^— FT 
5 cDNA ^n-XDWhbt^ 7^ V h-r^Mi^ibfern-^ffl 
V^jfen pn— • /W TV ^ -tf— 5/ -a >^^«r^-^ • /W 7 V y-r-tr— 2/a > 
^ [t l^df-jr^" • ^p--~ : T • 5^5- h U — • ^n^T;i/(Molecular Cloning: 
A Laboratory Manual), Cold Spring Harbor Lab. Press NewYork, 1989] Cot DM 

iRtsi^gs.s^^^f ^— u idRna & e> &m u fe cdna ^ & cdna 

^ >f ^ U »^iSh bTs Polymerase Chain Reaction [JiTK PCR ; 

tl/^ri^- • £*D — : 7 - ^if^ h U Molecular Cloning: A 

Laboratory Manual), Cold Spring Harbor Lab. Press New York, 1989 ; -ft \y > h • 
TP h3-;i/X-f>- : ei/=5ra7--;^^Di>- (Current Protocols inMolecular 
Biology), Supplement 1-34] CJ: *) Hi^VLi V*J»*n— FTS cDNA ttUl&t 

±!3*acfciJ;»)«iR*nfc cDNA 3i^&fBIIR#*&£T!1»W8U pBluescript 
SK(-) (Stratagene *tM) ^CDT^^5: Ft^D- ->^U €>n£iMSI2 
?!l^*f^^s 0iJ£fcJU tf>#~ (Sanger) ft©^*-*^ [7Di/-T^f • 
^.^.^3-^.^5? * — ^-^.'tf-^^>x(Proc. Natl. Acad. Sci., U.S.A.), 
74, 5463 (1977)] <ff©Kj6&fTVV fflfflBBJ S »#*r8«x 0f;fcfc^ A. L. F. DNA 
>>—^:n>tJ-— (Pharmacia %M) m%ffl^XMffiT&Z.£~em cDNA ©^SIB#] 

Ay Pi- 5 ;2j;i"-f >^ h (Sequences of Proteins of Immunological Interest), US 
Dept. Health and Human Services, 1991] htiM-$~2>Zhlz& £ N P&fUbfe cDNA^ 

(3) hh W^©«F&©&#0 V $ii$©T 5 ^ &IB#J©#P#t 

is ?-r> vun % &ts ftfom h mR -a l m v & t s y Msaifcwur 
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-f >X-^7-'fA y n h (Sequences of Proteins of Immunological 

Interest), US Dept. Health and Human Services, 1991] ttt^T^Ztlz X Ds 

^"•7°D^>f >X«^"7**-f P^^;V"f >^ h(Sequences of Proteins of 
Immunological Interest), US Dept. Health and Human Services, 1991] hit^.T 

(4) hh»7«I^^^-®Ii 

«t4<£> (i) izmmmt vib$m%mm^$r-<D\i hiK^Emj&xfimcm 

KtS cDNA &*D~=>^U b p^=3M ^tffcfclBEk** - 

§5o b MM^Oi&^<Dirt^:©H St&tFL II V ««ftn— FfS cDNA 

b hWM-©»©^HtoI>amV^0 3 9 ^»iJ©^iB^]fcb htfiflwDHftfcR 

l m c m^s© 5' mm&mm t& d s ^-om^mmmmcommm^mm 
m^m-tz-smwA t^ti^tmt&v, ^th^n^m^cD (d mm^t hitm 

(5) b h^CDR^teirt^CDV^&^-F^-ScDNACD^ 

b rM CDR^Ittnl^CDHilWL^ VIi§3-Ft5 cDNA {± s J^TOcfcd^b 

CDCDR^teT&b htn;#:<DH^tKL^V^CD7U"Ay-^ (J^T. FR hilf3 

m^ilt. Protein Data Bank IfcD-r-^— Xki^ii^nTV^ b h^ftOHiM 
L m V fti$© FR <Z)7* 3. J Witim, b b ifif*© H Lf0V ft FR <D&V7>? 

>^l/X h (Sequences of Proteins of Immunological Interest), US Dept. 
Health and Human Services, 1991] mif$>\f ^©^T&s -hfr&M4« 

tt§t bMCDR^ffitfC#:^MT?>fei?)^^ l«)(Z)t h J^©tfrt)©in^<£> H IS 
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i^(Dmm<Dmi^(DRmjBLV i im^mm(DCdJi.(DT^ymmm^mv, t m cdr 

yX-^y-f Ay P y$ h (Sequences of Proteins of Immunological 

Interest), US Dept. Health and Human Services, 1991] £^JfibT DNA MIM^M 
m U b h M CDR ^fflJrC^© H miStXF L t« V WX<D T 3. J WiUm & 3 - h* IT & DM IS 
^!ISiglfr§o ^SfbfeDNAIB^J^^g. 100 Mit®I^^^RlS»0M 
DNA&^rfifcU *n&£M^"rPCRSS&fx-5o .101^ PCR ^©SjfBSSl^W^fife 

«t4© (i) T^b^t Yikfowmm^?$-~^mzvxi~~>zf-t 

ZZLh&Ttg&a PCR&s pBluescript SK(-) (Stratagene tt3K) ^©7* 

KC^D- &m4<D (2) K:|B«©^t:«fct)x Je2£BB5»J£&5£U 

pjf m<d t m cdr mmmfo<D h m^t>- liv ^© r s- j msm *3-k-tsdhae 
( 6 ) t h ^ cdr &miKfccD v «#<z> t ^ y ms^J©gfe^ 

b rMCDR#idft#&> gl^jGDb hW^»*©tft<*^H«»rf L*V««©CDR 
<D^£ b htfiffc© H LIV FR ^ffibfc^ttT?^ ^Otrd^JJg^Sffi 

fcfcTcOfc h^©l&tl<D^^l:b^TffiTbTb*^Ck^e>tLTV>2> [M-ftfV 
r^/D ^ — (BIO/TECHNOLOGY), 9, 266 (1991)] » ^CDMBkbT&s 7C<£>b 

*tv<Dm%n(Dm&<D h n w l m v ^mt- j±s cdr e> t\ fr > < -do><dt * j 

CDRCD^ffi{d#V\ b h^cDHM^L^V^^FRO^^ST^y^X-vk^ 
ftbtbt^uiim^WSo £©HM&JlRfeTSfc#K b hMCDR#liiin;#: 
■Ctts b hM© H i^lK L i Y ^© FR ®7 5y WMWMhCDlfe 

^ci^uti^T^ ^as^ cdr cdt ^ j mnm. t mmm b & % ire*© 

*Bg#*fftU ^^i3irC^k©^tM#bTV>^T*^y^fi^^bs ^n^> 
*Ste£±#£#3££#?r;b*iT0 5 [/^t/r^yn^ (BIO/TECHNOLOGY), 9, 
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266 (1991)] o 

ffi [^t-t^'t^^l^^a^ — /U*nP~ (J. Mol. Biol.), 112, 535 (1977)] 
^l^n^ta-^-tf'JV^ [7 , DrO-x>^r7iJ>y (Protein 
Engineering), 7, 1501 (1994)] ^£<fc &fflt<D±{m&<Dm&kVm#rififf totlX 

#B£&fc£bT^fc#\ ^©-^k &e>^3ifrfl:£8l^Wfcfc rMCDRi«rb#© 

g£ U ^ftW© J^IS'&rStt ©*B W Stfc&t-f 5 3|©«^ ©Ififf ISW#tM*C a5 £ o 

t h tfm<o h sistF Liv mm<o U(dt$; i«a©a^fc^ Wffl^ dna s 

fflV>T«H© (5) (3|B«g©PCR^^frd d t^ct ^7?^ So PCR^©iit|g 
«3Sc-3^T«t4© (2) CfB«©*&fc«fcDs SSlE^J^^b, @#J©aSc&# 

(7) h h^CDR^*^|g^^^™©*m 

^h4cd (i) iz$m<DiL hihtfrnmrnm^^-coii hm^nm^imcm 

«&3-F-ra3tfe : 3 1 ©±*fcx #Jg4© (5) &tM6) Tf<WKbfct hMCDR^ 
JfitrW*:© H LHV$I3$£=J— cDNA £^ D— ->^U t. h^CDR^* 

sw«ss^*~*4§S5-r s^^-e^So »|4© (5) (6) -et: 

h ^ CDR ^teJntffc© H jftR V L & V iti$£«i|-r 5 figjfc: JB ^ S^fift DNA <D d *k PP§ 

© (i) ctB^©t h-fbin;^mffl^^^-*©t h^^nmMuimcmm^— 

CDR ^«Jfi#3B3l^ ^-^iifS u^t^So 

(8) fc Mbifc#©&5£tt£j£i . 

^ii4© (4) w (7) ^f3m©t h<bm£mm^?*-%Mm?mmmmizm 

2-257891, 1M h y n ^-(Cytotechnology), 3 ,133 (1990)] tf £ ft 5 „ 

^jg^ft^^© FcfI^fC<«-r^ N-T-fe^^n^^ ^Sf^JP^-e- 
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AX^-M» CH0/dhfr-«, CH0/DG44 «s 7^^xd-y YB2/0 
IR983F«BJiis t h =x.p-^,«Tfe^^^WN"«^h-^{f 5>n?>o §f*b<i±> 
^-^~~X;-\AX# * £ CH0/DG44 fflM&^tffe If *i £ o 

257891 £^£nTl>&#&i-#£V\ G418 sulfate (WTs G418 ^IB^S ; SIGMA 

bTJi, RPMI1640 mm (H7kmM%m) ^ GIT TO (0«yg*tSO •> EX-CELL302 
TO (JRH &M) s IMDM TO (GIBCO BRL *±S0 . Hybridoma-SFM TO (GIBCO BRL 

*±®o s ^^i±^n^TOi-W]^ifiivi (^Ts fbs ^gtsa-rs) f©#n»^ 

yf^4 X : T * ^sf?^ h U — • v — a. tM Antibodies: A Laboratory Manual ) , Cold 
Spring Harbor Laboratory, Chapter 14, 1998^ ^ J 9 D • T >^ X : 

71J >S/X;i/X * T> K * T^^'rA X (Monoclonal Antibodies: Principles and 
Practice), Academic Press Limited, 1996] m\z X D«'J^^ £0 ff^Ktem 

**fek 2-257891 t^^nT^^&^v dhfr m^mmmmmnm u 

Tfc h-fbJii;#:o^|iS%±^^^S^^^T^So 

§ & {.yy^r <i X : T* -5 ^ h U — * ^ — ^- T;K Antibodies: A 

Laboratory Manual), Cold Spring Harbor Laboratory, Chapter 8, 1988^ =£J 
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— ■}-)]/ • T > =r -i tfy 2 -i X : T V > 7y^77^f-fX (Monoclonal 

Antibodies: Principles and Practice), Academic Press Limited, 1996] 0 ^fes 

^ur^'j )vt 5. Wfrmnfom iut. sds-page hmm? s ; ^-(Nature), 

227, 680 (1970)] ^"i/xx^V/D ^^-f >^ X : h 

tj — T^a T;v (Antibodies : A Laboratory Manual ) , Cold Spring Harbor Laboratory, 
Chapter 12, 1988 s ^y^o-t^-rVr-f ^r-fX : r<i>5/7;vX-7> F*7 
% 5 1 -f ^ (Monoclonal Antibodies: Principles and Practice), Academic Press 
Limited, 1996] ft«t§Ct^1!^5o 

ELISA^&tFM^Ifr&M^r-VVI?" — >f ni^ — ^ A y -k^ t'—( Cancer Immunol. 
Immunother.), 36, 373 (1993)] J; DMj/Te £ So t^BI^*«*fcSc^T3 
CDCfgft. ADCC^^M^S-fcl-^'K awr^i^-eg- 
§ [^r^>-tt--.^ Ay Pi/~ *-f A^-fe^bf— (Cancer Immunol. Immunother.), 36, 
373 (1993)] o Mfct MbWt bT(D$t±&, #-^-*f;v^©fc 
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B%m?L2>zhtPX%2>o 

-^Mz-xz^m^fotF, ^m^(Dmm~e(Dmmmm(Dmm^^ adcc m&jt 
t> <r ^tcitmm^mmmm^ adcc m^m-r %$M&%m^T a ;vx 

zt®x%, mb9mv>m&. m£v<{±mmfo&-¥&$>ifz>z £&x%%> 0 

bTfflWClSafirMSo 
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mm\±fits^m, 7KMitmm^t^±t>j^>mm(Dm^m^xmm^ti^o 

£ t)IS§^ M^JtA 1 B^fe D 10 ^ g/kg~20mg/kg.T*&£ o 

^ (Cancer Immunology Immunotherapy), 36, 373 (1993) ; 3r-v:>-y-— • U it— 
^(Cancer Research), 54, 1511 (1994)] m$Bim<D%&K$£-3Tft*>Zttfi~C%2>o 

i±m a ft & Mat -r § 3 1 c £ e> & #pm& * s 3 ^ #?t- $ § c 
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mim mmvtzs mm<DiA gd3 ^m&<D sds-page (4~is%^ > v w& 
mm) <ommMm^#->*wisfcm'£$>&o ±mmm^i^ rm^m^m^ 

^•n^tl«M»%^fofel]T-$>So U-> 1 2^YB2/0~GD3 
^intffcx 3 1$ CH0/DG44-GD3 ^Mfc, 4 ifi SP2/0-GD3 ^ =>m^ 5 NS0-GD3 
**^mM202), 6#NS0HH>3 *^tfi;f*:(GITK 7 »?l7"*-0ii;^ 

mzm ill/fe 5 a^cojn; GD3 ^tftfl;© GD3 

*£TMfe\stzmT:&z>o ^$ft{^GD3 ^cD^tss^ itiftf^^a^^ti^n^-ro 

O^YB2/0-GD3^>t^tn;#:. #^^0/0644-603^^^ SP2/0-GD3 5 
ifcflK M*NS0-GD3*^*n#M302k A^NSO-G03 ^<fc(GIT)©?Stt£^n^ 

adcc ?stt*^ufeia^&So iitiwisis, ftMifct^wafc^ft-eh^-ro 

O^YB2/0-GD3 ^t^tm, • # CH0/DG44-GD3 ^ffctfk SP2/0-GD3 9 
intffc> ■ #NS0-GD3 ^r^ ^*rL#:<302)s A^NSO-GDS dr^ ^^(GlDOrStt^^tl^ 

f4i MM b fc 3 a^CDini hIL~5R a CDR #*tnl#:<D SDS-PAGE (4~15%^ 5>:t > 

hw^ffl) ©fc^&Mr^*— >s^ufcra^o ±m^m7bm^ rmtm 

YB2/0-hIL-5RCDRtrL#:. 3 ^CH0/d-hIL-5RCDR£tffcs 4 NS0-hIL-5RCDR JSttk 5 #i£ 

msm iiufe 3 mm^m ml-sr a cm&m$m<D mi-si a z<D&<&m&&$i<& 

«»ft*-fb**T«5tbfcia-C*So l^tt»hIL-5R afcCD^?S«, jf«i#L#:|§ 
^^^n^ti^-Tc. Ojb* YB2/0-hIL-5RCDR ffifc. 0tfi CH0/d-hIL-5RCDR ifcftk D** 
NS0-ML-5RCDR tft^mtt^^tlW^f o 

H£ 6 El iltfe3 amcOirC hIL-5R a CDR i£tetrbflaz> ML-5R Mv)^ T « 
CTLL-2(h5R)fc*r-r^ADCCmi4^bfcia-C&5o «Ettfc$IBa»g?Sf4s «ttfctft# 
jftK^^n^tl^-To O^YB2/0-hIL-5RCDRln;#:, #£* CH0/d-hIL-5RCDR jftffc 
NS0-hIL-5RCDR ^©fStt^^tx-en^-To 

170 Mbfc 3 li^Ojn; hIL-5R a CDR j if;i/<£> hIL-5 
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KBm. (^^hIL-5©^#||^B^0 Bfcbfe) Z^ft^ti^To 101s 102 Mnl 
m^n-^m, 30U 302. 303 if YB2/0-hIL-5ECDR tn,i$.^m, 401. 402, 403 ifi 
CH0/d-hIL-5RCDR fcifWg-^f^ 50K 502, 503 ifi NS0-hIL-5RCDR &vm%&m(Dmm& 

msm YB2/o w£M vtzmmn, ihl-sr « cdr &mm> {±m)&&t* nso u 

fe*SMirihIL-5R a CDR^«ifi# (Tfflfl) CO PA <b*B0i©3£IB HPLC »0«1 (& 

m) hz<D ?k{bmm&a-i-7ziis#'~ vmmv&mzm.m hplc x^mvxmtcm 
mm (tern) ^ifefeot^s. wmicw^mtmst, mmmmmmz^n^n 

AS 9 m CHO/d $HSM^^ b fcJKSafi hIL-5R a CDR ^*ttn;#:^ £ PA itmm &mM U 

^hplc ^frffihTWfrmmmitiFiste%<DT'$>& 0 tm^mnmmm, mmt 

— fip©t h*^;-~?mmm$-m adcc sss^^ufciat?*5« 
mum &wmm&. mmm^-mt^^mmhtaFk^mm^mmwicx^mv 

SfflflSflct^fta FUT8 UWmxcr>m.?tmto ■^CH0«*fcs □ #YB2/0 5ffllSt*:&*& 

L®©#g^^*— pChi641LGH4 [S>*— • *7 • ^A;Di?M • ^VvX(J. 
Immunol. Methods), 167, 271 (1994)3 ^mW-M Mlul (^SB&SQ Sail 
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^#-pAGE107 W Y^Z J D^-(Cytotechnology), 3, 133 (1990)] &Wm% 

Miui (^gatttii) hsaii (^mm^m) T»wmvTnt>ti&msm&&fc¥RTf 

XT 9 ^ *s>?$s?j-)]s&<&t$$3 3.40kb <Dffift% DNA Ligation Kit (^®m±SO 

^m^xmm, ^mmmmm. • ^n-~>^ : ? • y y- • 

a. Molecular Cloning: A Laboratory Manual), Cold Spring Harbor Lab. 
Press New York, 1989] ^Sfeibt^^X^ K pCM641LGM40 Sflggbfco 

±I3Tf«t^bfer-7^5 F P Chi641LGM40 ftffllBBftk Clal (SiSttSSl) 1! 
mmk, DNA Blunting Kit {^m^M) ^^V>T¥r&*TOU, HicMluI (mMM 
&m) TWrnVTmbtlZ im cDNA £^tf$J 5.68kb CD«rtf-fctfcGD3 ^^©H 
^©^^^^-pChi641HGM4 - ^"fAyD^ - ^V^X(J. 

Immunol. Methods), 167, 271 (1994)] gftMBSMC Hiol (^«&^t9H> ^«Jir^s DNA 
BluntingKit (SMStttM) &^T¥»5fc#KbU HCMluI (3«&tD T*1« 
bTffe»nSHSgcDNA*«fW8.40kbO»f)t&DNALigationKit (^S&ftSSQ * 

m^xmm, ^mmmmm. deu^a-?-- • ^n-->^ : t • h y- • v 

-^T;i/(Molecular Cloning: A Laboratory Manual ) , Cold Spring Harbor Lab. Press 
New York, 1989] &MnmMVXffi GD3 7^©^ >^ A^^m^^ ^ - 
pChi641LHGM4 £lf§iilbfeo 

2 . trC GD3 ^mifcO&fe&mMM&ftU 

pChi641LHGM4 &m^X#L GD3 ^£t#;©^£jiM&&&T© £5 bt^b 

trC GD3 7jft#3B3l^ $ — pChi641LHGM4 05/zg§ 4x 10 6 «CD =? V Y 
P - v YB2/0 lH-Ml/i? Y v & u — is 3 >m IV hr^Df- 
(Cytotechnology), 3, 133 (1990)] tiDiAts 40ml © RPMI1640-FBS(10) 

[EBS(GIBC0 BEL tttOS 10%^t? BPMI 1640 igit] CliU 96 ^ x;^#ffi71/- 

h h*±M) i^ 200 ^ l/^^;i/-f^tibfeo 

-WT37°C. 24^*§#bfc^ G418^0.5mg/iil^^5<t^«»DbTl~2M 

x t)i%m±m%m>uv, ±m^com gd3 ^ ^^©^M^rrstt^^^j 1 © 3 m 

ic^-T EL I SA mz £ 0 b o 
^«±^^fc^GD3^^^#:©^^fe^nfe^^;V©^W^^»t■oV^T{±^ 
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dhfe m^mmm^mm i,xm*£mm&mai<i*z smx.ms % o.smg/mKDHFR 

®M*rnf*«*V hl/^r-fe-h (WTx mXtmmT& ; SIGMA ttSD &50nMlt& 
RPMI1640-FBS(10)Jg*fet l~2xlO s «/ml fc^^^^MU 24 ^x^/lz-h 
(Greiner*±M) £ 2ml -jfo^ibfco 5%C0 2 >*^-#-ftX 37°C-£ 1-2 »@ 

ELISA £ 0 Site b fc o ^ iz Jft GD3 / =? mfe<D£M1$m&> £ tlfz ^ )V 

(Dj&nmwmfc~D^xi±, ±.tztmm<D?3mz&K>, mx^m% ioonM s zoom tm.^ 

_h#^-yr, MM&JlZ G418 £ 0.5mg/ml, MTX § 200nM (Dmm.X^tS RPMI1640-FBS(10) 

wmmmz-o^xuis 2m(ommmwimz&2>m-~mMfc (?n-wb) &frofc 0 
z\(Dx^izvrm^Htam gd3 ^^^m^^m-r^wmmmmm^u-^ 7-9- 

51 (Wjq£ 11^4^5 BttXJlM&ffi^i$^T.M&mffi$!,m ( B $BI«!|-3 < 
fcfrfOfllTg l#3-5f) iz FERM BP-6691 £ bT^f££:HT^&a 
(2) CH0/DG44«^M^feM«C7)ft^ 

fft GD3 ^VvfeZm^Z pChi641LHGM4 ©4^gS1.6x 10 6 «© CH0/DG44 
hD^b~->3 >^ [1M D^-(Cytotechnology), 3, 133 

(1990)] (CcfcO^A^ 10ml CD IMDM-FBS(IO) [FBS % 10%, HT suppl ement ( G I BC0 BRL 

ztm)%immmx^t$ imnmrni mu 96 ^^mmmy^-v mmm^t 

M) izZOQju l/<> ^UTo^&bfco 5%C0 2 ^>^r^-<-^™|^j^37 o C, 24i£fF^*git 
bfe^s G418£0.5mg/ml E^SJ^fc^ttbT 1-2 MTOitbfco G418Wtt£^ 
•TTfcft^lfc© ^ n ~-~i$mm U *i3l<DlS#> £ Hfe ;i, J; JgSLttiS & ID U 
±?S*©tn;GD3 ^ ^^©in;^^rS«^^»J 1 © 3ri^^-r ELISA&Jz: X » 

tglt ±m Wzffi GD3 * ^ ^ ^©^^46 <~> tifc x.;v©^fe^fc^^t{±s 
DHFfi^fs^liili^^fiJffibT^^SSii^P^^SH^T-s G418 & 0.5mg/mk MTX 
£ lOnMltrtr IMDM-dFBS(10)J§ife [»r^Bl»(WT, dFBS b^.M'T %> ; GIBC0 BRL 
*±S!i)& 10%^& IMDMi^Jft] £ l~2xl0 5 ,tt/ml £&&J;?E;:F«U 24 t> *-)V7 
U- h mmm^nm) iz 0.5ml foMlL 5%C0 2 ^ >^-<-^-|*jT» 37°C7! 1 

^)vmmmmm.\z-D^xi±, ±.mtmm<v%mz£*), mxmm% ioonM£_L#£ 

■B\ mmmiz G418 £ 0.5mg/mk MTX £ lOOnM ©^T"#tf IMDM-dFBS( 10)^^1131 
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(3) v^^^iD-vNSO^^ffiV^fc^HfiS©^ 

tftGD3 ^^^ffl^#-pChi641LHGM4©5 /zgt 4x10 s ^ x. 

P— TNSOtt'NXl/^ hn^l/— >a>M^ h^-^y oy- (Cytotechnology), 
3, 133, 1990] fc«kD#A8U 40ml £>EX-CELL302-FBS(10) [FBS & 10% s L-£Oi/* 4 
XWTs L-Gln fc^fB-rs ; GIBC0 BRL ttM)^ 2mM^tf EX-CELU02 i^ife] fcffli»U 
96»>x;i/i#Slfflri/-h (&&^— Y#m tz 200 # l/^JVlTQ^vibfeo 
5%C0 2 >f ^— rtT 37°Cs 24 f^H^II bfei^ G418 § 0,5mg/ml 53&& « 

m<on®> hfit^^z.*) i$m±m & mm. u ±m gds ^ tm^mmm^ 

mm±Mtpizffim*?i. ^m^mm^m^^ntztf ^)^mmmmF.^z->^x\±, 
mstm^mm^mmvxm^^mm.^mm^^^mx, G4i8£o.5mg/mi, mtx 

£ 50nM ^tf EX-CELL302-dFBS(10)3§m (dFBS £ 10%. L-Gln £ 2mM ^ts EX-CELL302 
mm) iz i-2x 10 s mm/ml izt^^^-o^mmv. 24^^)iy\y-h (Greiner#;M) 
\Z 2ml -f o#&bfco5%C0 2 -f j-^-^-P^T 37°C7? 1~2 MTm\taH bt> 50nM MTX 

m t m wmwm * mm u tz • ^ii«5«©^»ti«> e> ^ ^ ±m 

ffOifi GD3 ^trt^CDirtm^m^^lllS^l 1 © 3 IJtfcTj^ ELISA St^cfcD^b 

tzo mm±mmzm gd3 3^ ^^^s^ii^ e> nfc ^ x;v©r#»(^^t 
±mtmm<o^mzx^, mxmm% iooia 2oonM mmmz 

G418 £ 0.5mg/mls MTX £ 200nM cdM£-£^$? EX-CELL302~dFBS( 10)Jgj«^|nm&#> 
■Q. in;GD3^^^m^^0-ri>ff$WS^^fco ff^ifafeBftfem^Ol-vi: 
{±s 211|cDRg##^iz t fc§#-«^b (^n-Wb) ^Tofeo 
3. m^©GD3ic^T^^?Sf4©« (ELISA 80 

4nmolCDGD3S10/zgCD^/^l/^ h-f ;V7tX7 7^3 | J> (SIGMA tfcM) i: 
5 ^gco^u^u-A (SIGMA fc^t?2ml ©x^y-;v^{ci^bfe 0 
®E$8$ftCD 20 Jul 1 (40pmol/>>^ * 96 t> ^)V(D ELISA m^yv — h (Greiner 
&M) cq&*> x.}Uz^ti^tifr& U Otts& l%^ifit?iT;i/^^> BSA t3l 

ffi-ra ; SIGMA *±M) PBS m~T, 1%BSA~PBS tm~&T2>) £ 100 u Mt>^ 

XMH, iSt 1 NHH i RJfe$*Tg|*'r S?Stt**^ti y ? Ufeo 1%BSA-PBS £}#Tx 
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ttSS) &^*rPBS (ftTx Tween-PBS fc^iBTS) 1%BSA-PBS 1! 3000 fgfc 

^bfe^l/^^-^ifc^ififc r IgG(H&L ) Jn^M (American Qualex *tM) 

%~ft.m > i&mmtisX, so # l/^x^ni^ ^st- 1 mmRj&intito hjssu 

Tween-PBS 1?iSfe^s ABTS»H?£ [2,2' -Ty^-^IS-x^K^Vf 7V U >-6- 

xw>s)7>tn>Ao o.ssg s il © o. im ?^>mMffim(m.z)fcmmis, m 
mmm^mm^m^ 1 u i/mi -emm bfcssao & so # 1/^ ^t/^ao&T&fes^ 

415nm cDU&^jg (WTs 0D415 fc^f3"rs> &»ij£bfco" 

( 1 ) yb2/o mmmm<o&mmM<&mmMx?tm<Dmm 

±mmmm 1 © 2^ ( i ) -ef#^tifetrc gd3 ^m^^m-r ^mwmmmm^ 

D — > &BSA&0.2& MTX^ 200nMs b U 3™ FfD-> (OT. T3 ^SUST 3 ; 
SIGMA *±M) £ IOO11M ©»g-C£r*t Hybridoma-SFM t&Jfcfc: 3 x 10 5 ffljft/nl & S £ -5 
CSISU 2.0LXfc'^-^h;v (g«l?ttl) Sffl^T 50rpm©»ftT?il#*&ilb 

tzo z7°c<DW.umnT- tQ ummm&s mm±m&mwvi£o mm±m&*> Prose P -A 

(Bioprocessing %±M) *^A£ffiwr\ mft©M*£$£l\ *rtGD3^^^^ 
llbfeo MMbfe^GD3^^^U, YB2/0-GD3^^^Jn;#tS#itfeo 

(2) CH0/DG44«S3fe©^«©^^t>^#:cDMi4 

±B3H»>J1©2XI (2) T^^nfetftGD3^^^tft#*^jgr5^Hteitefflfla^ 
n->£ L-Gln & 3mM. JM3«}§#S?& (WTs CDLC hmZTZ ; GIBC0 BRLffiSD * 
0.5%, ^;VD-y^F68 (WT. PF68 ii^IBT^ ; GIBCO BRL ttM) £0.3%©ilJ^n? 
^tf EX-CELL302 1 x 10 6 «/ml 5 «t 3 izmffl U 175mm z 7 5 X n (Greiner 

£8K) 50ml -f-o^bfeo 5%C02 i'*-*— F«n? 37°CT° 4 BFJi&jl^ ig 

m±m&mmisfro i%M±m&*) Prosep-A (Bioprocessing ttSD ^^A^fflVNTs 

CH0/DG44-GD3 ^Jfift^ttttfeo 

n — L-Gln £ 2mM, G418.& 0.5mg/mls MTX £ 200nMk FBS £ l%©«JKT?^t* EX- 
CELL302 1 x 10 6 8ffljg&/ml & J: -5 b s 175mm 2 77X3 (Greiner 
200ml iTo^&b fee 5%C0 2 ^>^^~#~rtT*37W4HTO*i^ i£lt±Yfi 
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^0iRUfco Jg*±$*<fc D Prosep-A (Bioprocessing *±®D #-7 A&/Sl>T> ffitt<& 

mwmzm\ m gd3 7K#tiiifco mtfes gd3 nso-gd3 

^^^^ (302) ^£fWfc 0 ^fes ^S^mW^P->^G418^0.5nig/mK 
MTC £ 200nM GDMrtf^t? GIT mMiz 3x10 s «/ml hfi:2.^«iU 175mm 2 7 
(Greiner &S) 200ml fo^ftb fee 5%C0 2 -f y*^~#-t*n? 37°CT- 
10 BflPgii^ *§#±?ft:lH|iRbfeo it#±viJ:!3 Prosep-A (Bioprocessing %tm 
*7A^ffll^ MM©mBJ«t^>. mGD3^p<5tii^^Mbfeo^bfc^;GD3 
^ ^tri/f&fcfc. NS0-GD3 3^ "7trC# (GIT) ££fTO;feo 

( 4 ) SP2/0 «S5feO^I8)iS©i§#^t>"^©M^ 

5-304989 lzmm<Dtfi GD3 3^ ^irC^^ir n — >=£ 

G418 £ 0.5mg/ml, MTX £ 200nM6D|»-?!^tf GIT J&Jfefc: 3x 10 s iSOSS/ml h & £ £-5 J- 
BISBU 175mm 2 7^7;n (GreinerttK) C 200ml fo^bfeo 5%C0 2 ^ >*^— 
# — rtt? 37°CT 8 HUaigSt^s *g«tJ2?S£[H|iBlbfe 0 ig#±$i<fc D Prosep~A 

(Bioprocessing #M) #^A=£/f^T. mtt<Dm.mmfom\ trt GD3 ^iftffc£ 
M^bfeo M^bfe*niGD3drP<^^i±v SP2/0H5D3 *^^££fW*i 0 

±H3#ii»j i <d 4 *ref§ e>nfe#«t&u«-e^^> iitfes mmcom gds 

=7m&V>& * U E %£;%)(D-%W; [*-f -(Nature), 227,680, 1970] 
SDS-PAGE U ^ISMS^Wfl/feo ^(Dmm%m 1 mtC^bfco !£ 1 it^ 

bfe^fc. ^bfe#^GD3^-^^^{±. v^-rn^^MTti^T-ei^^a^ 

jjS25Kd CD 2 > K tifeo Cltl^GD^SfcJu »HWLi© 

cDNA <Di&Mmmfrt>mfe£tl&fr^m. (Hi:|^I 49Kd. L II : m 23Kd. : m 

1UU) fct3:£-3&U li^ IgG M<E>$frffciiU ^JlTC^T-Ctt^a^ 150Kd 
•C&tK MTc^fefrTTftt^FrtO^^^^-f KftncT (£Tr\ S-SS^i:*S3-r^) 
tOWf ^Fti> ^ 50Kd CD#^M£f#o H«tfi 25Kd (Dfr^M&W-O L Mfc^JB^n* 

[T >^ -i" jtf^-f X : h D — -v=..x 7* ;v( Antibodies: A 

Laboratory Manual), Cold Spring Harbor Laboratory, Chapter 14, 1988^ 9 
D ^ ;l/ . T >^ 4 if^j X : XU >^>X;VX-X> F-X^^^-f X(Monoclonal 
Antibodies: Principles and Practice), Academic Press Limited, 1996] h—WL'U^ 
&ffi GD3 ^trMfciWE bV^MOtrt^^t bT^m^n, froifitSK^tifc 
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1. inmz-t ^&itixDm xitt-r (elisa&o 
±.mmmm i ®4 mren*>titz s a^siittn; gds ^amo gd3 (smsJKt 

M) tr^rr S ^rStt ^H»J 1 © 3 Jlfc^l" EL ISA & fc: «fc t> » b fee 35 2 H ft, 
«iO"T Stft GD3 7»Igt^^*TiMtt*tftibfe^l?&§o $ 2 

mzmteblT, — ^&£3££^bT^3o *fes NS0-GD3 (302) 
NS0-GD3^^^^ (GIT) ©it^frfctftJWt&^tett* igltfcffi^ s«f*fc*»»e.r> 

2 . inl GD3 dr^< ^*ntffc© in vitro aWfStt (ADCC Mtt) 

±8B^8fc0« 1 CD 4 JTCtt kftfc 5 ra<Z>Mtt$b GD3 ^tfm<D in vitro IJiPl 
SStl^fltSfe^ WTt^t^SCfl\ ADCC?§tt^?W^l/feo 

( 1 ) mmmmmmomm 

RPMI1640-FBS(10)tg±fe^ig#Ufet h ^ 5 y-^*£§i*Mfc G-361 (ATCC CRL1424) 
© lxiO 6 «iiU 4ftim««T?*5 Na^CrO** 3.7MBq ^S:Jn^.T 37°CT? 1 fl# 

£g&fl?«h*i*fco St'b#8f£^> RPMI1640-FBS(10)J&Jfe& 5ml MtL. 2x10 s «/ml 

(2) X7l^^7 -»Mt©flS£ 

tttt AHA 50ml ^ V >i- h U «7A (KEHIMiftlD 0.5ml ^^JP^a 

4>2K-?g-t?fco ^ti§ Lymphoprep ( Ny corned Pharma AS *±M) £ffl^T^Jf a&BJWf:: 

m\ mMmLxmmmm^mvr^o RPMii64o-FBs(io)ig*feT"3iii3S^iibT 

fee 

(3) ADCCtS^©^ 

96 ^^JVU^myu— h (Falcon ttJR) ©#^x;i/^±IB (1) T'SSMbfe^ 

M^<D50a1 (lxl0 4 ,»/'>^;i') Wbfco (2) tilUfex7 

^?£—mmm%t%mu i (2xio 5 «/<^;k ^7^^^-«fc^m©J:t 

& 20:1 £&£) liQbfec JSfc, =&StriGD3 ^^^^^#^^ 0.0025-2.5 
fig/ml £te2>£.-5lz.Mit, ZTCT 4 mmBiB^&tza SJfoflL h 
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a© 51 Cr M^1»J^-r § C h £ t) ^cfefeo ADCC tSttST^i- «t !3 3c#>feo 
ADDCStt(%)= : X 100 

YB2/0-GD3^r^^ift#:*sg%^ADCC^^U SP2/0-GD3 ^tfi 

NS0-GD3 ^ ^ jfifo CH0-GD3 ^ifcfltfD/iteiS^ ADCC Stt&^bfeo 
ffl^fcJg*fe©Mfc£ NS0-GD3 ^ifrtf: (302) t NS0-GD3 ^Jrtf*: (GIT) T&s 
*fte>©ADCCm<$fc££ttKto£ft&fr^feo W±©«S*ttx Jft^f^D ADCC tStttdu £ 

mm^m^mmx^-Dt^iLi^^, mow fc mm^mm^m^mmvx^^aiL 

irtt h-f P-f l/-fe7"^-ait h M CDR ^Wv&cD^M 
1. W >#-D^>5 Hrr^-aiSt: CDR^M^O^^0»© 

(1) 7* h^^n-^YB2/0«^ffl^fe^»©ftM 
W097/10354fc©tt<Z)in;fc: h >$-u4 * > 5 Hz hMCDR^Hin;^ 
(JilTs mhIL-5R a CDR ^ffiin/ffcfciSfB"3~£) ^-pKANTEX1259HV3LVG 

=tahIL-5R a CDRS*t*n:^m^^^-pKANTEX1259HV3LV0 O 5 ^ g * 4xlO B « 
y h ^;nn— v YB2/0 1/ $ hD*'l/->>3>^ hr^yni;- 

(Cytotechnology), 3, 133, 1990] 40ml 0 RPMI1640-FBS(10)i3« 

U 96 -^x;i/^«ffl/l/~h (tefe^-^-f httM) K: 200 At l/^x;i/foM 
bfco 5%C02 ^ >*^-#-f*n: 37°C. 24 BfP^igSiUfc^ G418 £ O.Smg/nil 

U JiJitOKto^nfc^^J; DigSLbiB&lalJKU ±^#©fci;hIL-5R a CDR ^ffi 
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^mcotfm^^^^Mm 3 © 2 miz.wf elisa & x> mfe bfc c 

oot&s dhfr mfc^Mm^&mmvxffifo&mm%MM£-&&®m~z, mis % 

0.5mg/ml. MTX £ SOnM^tf RPMI1640-FBS( 10)i@iiiif3 l~2xl0 5 »/ml «fc-5 £ 

mmv, 24V*fr7U—h (Greiner*±M) C2il"fo^bfeo 5%C0 z ^>dr^^ 
-^-{^T37 0 C^ 1~2 MfSig#bT\ 50nM MTX MISS ^r^Ht&lft&Rttb fco 

nmmmM(omm^u& % n& ^ ^©^#±^©£1; ml-sr a cdr ^ifi*^©^ 
mme>Wi&%mnm 3 © 2 m^B-r elisa x t> ^ bfed§#±?s*fc^ ml-br 

felz J: t» n MTX?iJ^^ lOOnM. 200nM hM^±#^^ B^miz G418 & 0.5mg/mL MTX 
£ 200nM ©a^T^tf RPMI1640-FBS( 10)t&^Ji?inJ^^^, trC HIL-5R a CDR ^« 

HH.miz&Z>m— mmih (^a-Wb) £frofco <z:© <t-5 (z: bTt#^tifein; hIL-5R 
a CDR^tttrb^^^-r^^K^mM^D-^ No.3 1^4^ 5 Bf«x 

mM^#x^x^«^ ( a *m$imm^ < fcfmm 1 ts i # 3 ^) id ferm 

BP-6690 fcbTifrffcarftT^So 
(2) CHO/dhfr-«^MV>fe^^W©f« 

W097/10354 \z% m<DiK hIL-5R « CDR J&mmmi^ Z *? -pKANTEX1259HV3LV0 © 4 
1.6xl0 6 W©CHO/dhfr-«^^l^^ hn^l/->a>S [1M t>r^;n 
^-(Cytotechnology), 3, 133 (1990)] izX^W-X^ 10ml © IMDM-FBS(10)M# 
U 96 f^)Vi%mm7l'- h (SW^&H) i3 200 /z l/r> ^;i/-fo^bfe 0 5%C0 2 

>^.jl^— ^— ft-e 37°C, 24B#TO«bfe^ G418 £ O.Smg/ml 1;:% 5 Sd^jljn 

br i~2»tg#bfco Gmm^^-rmn^tmcDzia^—^mMv, mmow* 
®%nrcv ^)\<£t)mm±m%®®iv, ±*ft#©tsniL-5R <* cdr &rnm<DWMi& 
■sm^mMm 3 © 2m^T elisa &k «t 13 u^bfco 
mm±mtiptem ml-sr « cdr w>mKw<n&n&m&^ftfctr ^)\smmw$m^ 

o^Tfcfcs DHFR 5t1S^±iiH^fJfflbTm^mMSJiJ!lP^^?)i^T% G418 £ 
0.5mg/mU MTX £ lOnM^fr IMDM-dFBS(10)^±te l~2xl0 5 «/nil £&3<fc?f^i 
^bs 24>>^;vri/-h (SM^ttSO 0.5ml foMbfeo 5*00,^ 
„^„p^ T 37 o C ^ i^2Wibt> lOiiMMTXBtt^^-r^Wlgm^^Sl^bfco 
lim^^^>6tlfe'>3l;^©^^^t■QV^T{±. ilB^lBJti©^^ MTX^ 
jg£HKMk 500nMf3±#£-8\ ft^fc G418 & 0.5mg/ml, MTX * 500nM ©»JK7?^ 
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tt IMDM-dFBS(10)i#*T'timqja^-o,trbhIL-5R a CDR |«S4lt 
D — Wb) ^ffofeo 

(3) ve?^^^D--TNSO«^ffl^fe^«®f« 

-V ^ > b > (Yarranton) 5>CD#&|>--Y v> D BI0/TECHN0L06Y), 10, 169 

(1992)] JcfifelV W097/10354 izmMOffi hIL-5R a CDR ^ttirt^^^^^ * - 
pKANTEX1259HV3LV0 ±OirL#: H mRXf L il cDNA ^TirC hIL-5R a CDR ^ffin^fg 

m^^-^mv. nommmmmmv, suil-sr a cdr^to^h^-t^ 

2. irt<*:©hIL-5R at*ff S^St*©^ (ELISA80 . 
ffifeCD hIL-5R ar^-rS^^tty:J^TcD<tdt3bT^bfeo 
W097/10354 {313^0)^ hIL-5R a v£*£M*:BM1257 * PBS T? 10 ju g/ml CD 

IRb£:*gr&CD50/z 1 £96 <^;WDELISAffl©:7*!/-h (Greiner *±M) 
ttnmffiU 4°CT' 20 8#P^S^-«-feo Rjfc8U 1%BSA-PBS§ 100/z 
TflO;U Sfit? 1 WK&$tti#t2?SMt^D y # bfeo 1%BSA-PBS £j#T, 
W097/10354 icf3«CQ qJv§t$ hIL-5R a £ 1%BSA~PBS 15 0.5 # g/ml b£i§ 
M£ 50 u l/^^^TJP^s 4°C^ 20 B3iaRjfc;**fco KJfc&s Tween-PBS 

£ 50 a 1/»>^;VT^D^. ifit 2 MRJf&^-frfeo &*>x.)l>%: Tween-PBS 

T^#^sl%BSA-PBST 3000^(C#f?bfe^;v^^^^»-^l^^t h IgG(H&L) 
intf*3S$ft (American QualexttM) t-W§itlts 50 >u x;V*CJD^n 3 
ItmPW^tfee KJfcgk Tween-PBS TifcitH&s ABTS£W«[ J -\* 

x(3-oi^;v^>^^rv* y >-6-^;V*>^)T> :: E~'>A© 0.55g £ 1L CD 0.1M ^7 
x>MHMi*<pH4.2)t:»jBU ^MTfcMMb*** 1 tt 1/b1 T?«*PUfcjg«] 
& 50 /z l/<7 3i;VT?Jn^TB€i^"&> 0D415 S^bfe« 

3. 15UIL-5R a CDR ffte^cDMM 

(1) YB2/0«E&*©^MJiScDig^t>m^©ffiM 
±IBHHif j 3 CD 1 II ( 1 ) T*n Ztitzffi hIL-5R a CDR Sltia^^gg-r 
fftHMS^n — G418& 0.5mg/mU MTX & 200nM (OmSt^fStS GIT tglte 3xl0 5 |ffl 
m/ml olzWM Is, 175nmi 2 7^Xn (Greiner*±M) t 200ml fo^r± bfeo 

5%C0 z ^>^^^-^-|^-e37 o C-e8 BRiitts i£#t±?ii£II]i&bfeo J&*Jt$*«fc 
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D-rtf-ysafe^p-*? h y^y 4 —RW)mmm*m^Tffi ml-sr a cdr 

HSlfeo Ji«b£#i;hIL-5R a CDR ^«/C#:(du YB2/(HiIL~5RCDR tft#£:&ftltfco 

±SB^Si^J 3 CD 1 Jfl ( 2 ) -embtifctK hIL-5R «: CDR gMflttrE^^f &&Mfc 
m«^P">^L-Gln^3mMs CDLC^O.5%, PF68 § 0.3%CDit)S£T! c3<£? EX-CELL302 
J&itt3xl0 5 «/ml h&£ckd£l^U 4,0L^t e ^— (gMm±M) £ 

ffll^T 100rpmO^Jg-?!S#^bfco 37°C<2>fI^I*ST' 10 B^i^#^s t§#_t«£ 

hIL-5R a CDR^ffi#C#:£*jtlib*ro MM Ufetft hIL-5R a CDR &W.mm±, CHO/d- 
hIL-5RCDR tfcfl: o 
( 3 ) NSO WJiSS^CD^mcDfgftSi^m^MM 

±f3^fiH«f« 3 CD 1 3S ( 3 ) 7?#e>tLfetfL hIL-5R a CDR ^tt^S^-T S^IHE 
tfeSHIS? P — >£ir^ > h > (Yarranton) £>CD#?£ [^W^/t^p^- 
( BIO/TECHNOLOGY), 10, 169 (1992)3 IZ'&W *g«H^ **±»*IURl>feo. 
««t t) -Y P v r ^ ^ w —&&y>vmafe&m^X$i hIL~5R a CDR ^tt 

±mmmm3<D3m.xm^nrc^mm^jmmx^m, mmvtz zmma>tn> ml-sr 

a CDR ^tti/TrffccD^g. 4 u g ft^aiffljjs [*>f ^-(Nature), 227, 680 (1970)] 

sds-page u ^mRx^mmm^mMv^o znmm&m 4 m^vfc 

^TTJtt^?**** 150Kd CD#--CD^> M^fef^TTtfaW 50Kd il^J 25Kd CD 2 

h*^^e»tifeo ffii&co nmMXF i mco cdna <z>mMm 

?>J#> £Jf J&arftS^S (H it : ft 49Kd, L tS : ft 23Kd, ft=?±& : ft 144Kd) 

50Kd ©a^MJS-o Hiliift 25Kd cD^S£*f o L it^tiS fc^-5«£ [7* 
>^-< i^v^-f X : 7 > '5 , tK^ h U — • vnjzT^Antibodies: A Laboratory Manual), 
Cold Spring Harbor Laboratory, Chapter 14, 1988 N ; Ey7n-t;W7>r^^T 
-f X:7*D >^X;vX-r> F-X^tM X (Monoclonal Antibodies: Principles and 
Practice), Academic Press Limited, 1996] IStbs ^ hIL-5R a CDR ^ttritffc 
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mum 4 . m hIL-5R a CDR ^tt^CQrSttM 
1. ffihll-5%aCmmmffifa(Dhll-WateMTZm&m'& (ELISA&) 
±mmm\ 3 © 3 mX*W Z tlfc 3 TO©*!!^ ML-5R « CDR ^ffiirirfto ML-5R a 

•t&ffiMhSR a cdr ^mm^^m^mt^ ^xm^-m^mi vtzmmx%> &<> 

m 5 lai-^UfeJ: -5 fcs 3 mmotri hIL~5R a CDR ^ffiintffcfcU hIL-5R a 

2 . trt hIL-5R a CDRf£Mtf/tffc© in vitro MMWmffi£ (ADCCMtt) 

±mmmms(D3mxm^nrz smmvmmirhhii-sR a cdr^*!^© in vitro 
( i ) mmmmmmomm 

W097/10354 izmmcD hIL-5R 1*5 x^X T «t CTLL- 

2(h5R)<£ RPMI1640~FBS(10)^tfeT^*U lxl0 6 «/0.5nil £&§J;^k:lMU 
mm&%Qnr»$>& Na 2 51 Cr0 4 £ 3.7MBq MMtiUiLX ZTCX 1 .5 raKJi&^-tfs «£M 
M«bfeo jKJ5S«, RPMI1640-FBS(10)^*-r*«W5i^«#^J;l3 3 
U tgittifMU 4 o CT"30^7jc^^^gbT»mtlK^a^M^^fco 
jfo#fl8l^ RPMI1640HFBS(10):igti£5mUD£, 2x 10 s ii/il fclgb, 

(2) 

^imAMifiisomi &mmu >j- h u *>a (s;Eam^a^) o.smi ^n^a 

-^j^^Mfeo ^ti£ Polymorphprep (Nycomed Phana AS %M) £fflV>T<£M8&$ 

mizm\ m>bfri&\sr $£.mmm% frMisfro RPMii64o~FBsao)^ttT3[i]3g/k#M 

i^L, o 

(3) ADCC?Stt©«! 

96 ^^;i/Uffi7°l/—h (Falcon *±H) ©#^^;vfc±IB (1) T?iiMbfe^ 

mmmm(D50u 1 (ixio 4 «/e^;v) &^±ufeo &tve (2) xmmvr^y 
i^^-iiii^ 100 /z 1 (9xio s «/^3i;k x.^^—mmtmmmm(Dtt 

&90:1 »bfeo Its 6»n;hIL-5R a CDR gPffi^^S^lfim 0.001 
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~o. l p. g/iii <t 5 fcjtafcs 37°c-e 4 ^^sji&^-^feo Siit^ ru-h &3&& 

ADCC tSttttTsSK «fc D 3<#>fco 

ADDC?gtt(%)- X100 

JrLf&CD^ YB2/0-hIL~5RCDR Jtl^^^^V^ ADCC Mtt£^U CHO/d-hlL- 
5RCDR intffc, NS0-hIL-5RCDR ffifc(DMtem^ ADCC rStt^ bfeo m±©i££IRJ3:fl»!i 
2©2^©*&K£|5U?fc:, J/Wfc© ADCC tSttfc}:, £St>i«3<fc ot^ 

#<I^SCi:^bTl^o 5fc, 2SIM©b h<bt^i;«:(DV^1 a tl<^)®^r% YB2/0H 
LfctftifciMUfcft^ ADCC Ufe £ YB2/0 & Z.£lZ 

X D, ADCC^tt^v^#:>fe^?t^^§^fc«^^i:^ofeo 
3 . ifthIL-5R a CDR^ttJrt^© in vivo £tSttfPffi 
±I3^^j 3^3 Jjm# h nfe 3 «©fftMtrb hIL-5R a CDR ^Jfitfirffc© in vivo 

*~>7<i If <fc t> hIL-5 (fig^&y; W097/10354 tgB«) * 1 g/kg *C 1 

B l!lI>gtl4|lWg|5jSTcfcO^Ufeo#a^hIL-5RaCDR^1t^^O BOhIL-5 
©^#lBtP^tu{- 0.3mg/kg -C»|Rrtfc#lHll9:#Ufeo t/H**tt##S3>ho-^ 
tbtffl^feo #b#&-¥g¥fefc#?# 3 SI (No.301, No.302, No. 303, No. 401, No. 402, 
No. 403, No.501, No.502, No.503) , tt^&#gm 2 M (No. 101, No.102) <Dii=- 
W^M^feo J&#li&£<7> 7 BlUct t)*£-*HIM2 B@£T-^Bf$na^ lil CDiftltf 

(Dm^mim^mlsfeo mimKlff^tz.£o^ YB2/0-hIL~5RCDR|ft#:£^-Ufe 
Mrp&mm<DMmtP^±lzmm£tifc 0 CH0/d-hIL-5RCDR tnlfr^fe^ 
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iliWffe^feo U±©|gJRttx ififltfD in vivo tSttfcfcs £0fcffl^£ifr&>*fflfl& 
£J;^T;*S<M&5££: : £^bT^&o Hfc. tft ML-5R a CDR ^ffiinl^ti^© 
in vivo rSttcc^&s ^MM 4 © 2JST^fe ADCC r£f£col5£ i:IEcDfflll^^^ 

xyf-ftD^- (Method of Enzymology) ,83,263,1982] o t F7^>^|4li!: 

( J.Biochem. ) , 95, 197 ( 1984)].&ft$M bfe«it (PA fllSHi) £s Surperdex Peptide 
HR 10/30^^ A (Pharmacia ^^T^tJ^^iSUfeo lll^a-ffl 

«fcT3&©£i*\ MMPA'fbM^Ufcc 
2 . *g 3m hIL-5R a CDR ^ffiKffc© PA <b*§m<Z)M*i HPLC 

±13^5*03 5 CO 1 ^T!iaMbfe#S}nhIL-5RCDRm^cD PA{b«l£ffl^Ts CLC-ODS 
(Shimadzuftlg) fc«fc £^HPLC##T&fT^fco 3ttW«Oa-L-73S/^— « 
(«> SIGMA #M) * PA-fb^t3«bT^b^TV> (37"Cs 15 HSIiS) > 

Mffi HPLC U£ (^8 EI) o T^/l^^>*g^*SSStt 30 6 80 #M<D«S 

itiiiit^^i:^ TaKaRattl^ PA fbHtJU^ K£ffiV>TfliKUfco a-L-7 

ni/y— feeble £ oTs 3£fflHPLC ©Sm&fi^KJ-rSM (48#ftg^5> 78 #W 



$ i a 





a 1-6 (%) 


YB2/0 


47 


NSO 


73 
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YB2/0 mm-e&Mtnttzfo hiL-5RCDR femam&m 47%. nso mm^^m^^m 

hIL~5RCDR ^Mift^TO lZ%i$a 1-6 73- ^^mm^^^tco io^ YB 2/ 
OMTe^Ufe^&x NSO i§t»4ibfeftftfcMbt a 1-6 

3. *t§airuhIL-5R a CDR ^trt^WS^If 

h U 7;V3f-Dif^miw ££^7JD7K^$P^ <fc ^ YB2/0 mm, NSO CHO/d ffl 

m^^m^r^ML-sR a mmm^(Dmm^^m^m^s biolc (Dionex*±so 





Fuc 


GlcNAc 


Gal 


Man 


ADCC * 


YB2/0 


0.60 


4.98 


0.30 


3.00 


42.27 


NSO 


1.06 


3.94 


0.66 


3.00 


16.22 


CHO/dhFr- 


0.85 


3.59 


0.49 


3.00 


25.73 




0.91 


3.80 


0.27 


3.00 





7 n— xcommm. YB2/0<CH0/d<NS0 "C& K> , % YB2/0 b 

CH0/dhfr-tt^^Sbfe*iMln;hIl-5R a CDR ^ffitfafcfr PA IkWiM&MWiL^ 
CLC-0DS7J-5A (£#*t»t) *fflV^r3S*fflHPLC^*f*fr ofe(f6 9H)o i9Bt^ 
t\ 35-45 #H#73-;**iSfcfcV>a«k 45-60 W73-X^j|o 

«i^-e*>ofeo CH0/dhfr-^ffl^^HUfcln;hIl-5R a CDR&ttfttt& x^^mn 
-v NSO tttSI^tfe^fcHf h ^ x p-Y YB2/0 W^S^tfc 

^ififll 7. ADCC SH4ift<*:CE>^*l 
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7n~X&ft^mmteffi&TZl'??->*>^^%m^X, 7yf^n»7 YB2/0 
JWI»Tf^m^*fctt;hIl-5R a m&mim&frM&ft-ztco HPLC &SmtMLC-6A 

^ffl^s mm* imi/^s ^^AfigiitSTtrofco 501M p v ^-mmmmm(pR7^) 
f ( j- * ? ^ * * ? &m ) <d mmmmmzw &m ) x mm b fc „ t* hi i-sr a cdr # 

hIL-5R a t^ftr ^^tSte^tU^T 3 £s tsJM^^?SS<&^bfe(^ 10 EI ±H)o 

adcc m&%m%.T & mm.mmfr<Di3i$mMmft<D- : n>& o t»uS5^ adcc 

bfe(illOIIi TEOo ££J^ B^lj^O"-g0^?>PA^Mi»*liMU 
CLC-ODS^A (|#tl) &ffl^T^HPLC^*f^ofe(^110)o «*®^ 

( 1 ) =&«»«S*-*IIcDNA<7)PM 

-„X/^AX^"|ipmfi^CH0/DG44m^^ 10% FBS (Life Technologies^ 
) ^cttf l^aSCDHT supplement (Lif e Technologies*!) bfcIMDMi&H!i(Life 
Technologies*±)£MU 2xlO s cells/mlO^T^*mm#fflT757 7X3 ( 
Greinertt) fcWKb&o y b 5^D-vS*YB2/6«fflS«s 10% FBS (Life 

Technologies^) N 4mM > (Life Technologies^) £»ibfeRPMI1640t§ 

*(Life Technologies*fc)fc»»U 2xl0 5 cells/iol<D^^#»^i§«fflT757^ 
73 (Greiner*±) fcffiffibfco dtl^*37°C©5% C0 2 ^ l*Tt?ig3tU 
i§#lBg^ 2BB, 3BBs 4 Bgjo^S S @£#^:£fflISlxl0Wls£|n|Jfcb 
„ RNAeasy (QIAGENttSQ fc«k D:£RM£3*tBb;fc« 

^RNA^45fil(5D^7Kfc^bs RQ1 Rnase-Free DNase (Promegatt) 0.5U/jiK ft" 
JSfiDlOxDNase buffer 5[jiK RNasin Ribonuclease inhibitor (Promegatt) 0.5fAl£ 
%n?MzmQVX, ZVCX30frmBi!fo£^fco RNAeasy (QIAGEN&) fcj; 

»)£RNAt&#f*S8bs 50jil©M®zK^?gPbfeo 

»6nfe#^©±ffllA3|ig(COl>Tx * U =f(dT)ftr^>f -?-t bTSUPERSCRIPT™ 
Preamplification System for First Strand cDNA Synthesis (Life Technologies*! 
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(2) — X^AX^- FUT8*5«fc^y bFUT8£D#cDNA^»f)t©m# 
^--W - — X/\AX^~FUT8*5J;t>^ y rFUT8<D^cDNA^7>$r;t <9mt#&s i^T© 

£3 k^Tofco 1^ t bFUT8<£>cDNA[ Journal of Biochemistry, 121, 626 (1997)] 
J; T>^FUT8CDcDNA[ Journal of Biological Chemistry, 271, 27810 (1996)]^^ 

Mm&McMk&£mm/OMm&McWA%&* 1 f*l£^tf25Hl©M«t[ExTaq 
buffer(SvS?ttt)v 0.2mMdNTPss 0.5jaM ±f3*§fli$r^ T-dB^JS^ 1 *5 <fclWE 
^J#^2)]%DIMU #y*^-Hf««KJfc (PCR) ^ffofeo PCR{±, 94°CT?1^H 
(OMMtCOm^ 94°CT*30#P^. 55°C-e30#ias 72°CT"2^^£&£M/fo& 1 i^-f 
i:LT30it-f^;i/«D^s ^^i^CTrlO^JUoM-rS^T^Tofco PCRC<fct>#fe 
##^69*iiHifM-979bp&T0P0 TA cloning Kit (Invitrogenft) tffll^rv^^ F 
pCR2.1-nBISU 5=-W-—X^A;X^— F0T8*5J;tK^^ pFUT8<D#cDNAgfl?>m}t£ 
(CHFT8-pCR2. I:j3<fc OTBFT8-pCR2 . 1 ) b fc o 

m#bfc=&cDNACD^*lB^J^oVNTs DNAS/~£ai>-y-— 377 (Parkin Elmerft) 25 
efcOTigDye Terminator Cycle Sequencing FS Ready Reaction Kit (Parkin Elmerfct 
) £ffl^T#^U m#bfecDNA^W~~X;\A;*#~- ?WS&£Xf^y hFUT8 ( 

ia^j#-^3^j:'0 ? 4^^-r) cD^-™r> y — 5 s >^^w— a (orf) mmm%^ 

(3) — X/'na**— p-r^v^siO^y rp-r^>cDNA©l5tf# 
TmSfii:#££ftTt>£fcA^ #Wa5fecDNA^^CD^l*©S^^bT^ p- 

Tlrofco £1\ XnAX^—p-T^^yy AIB^J[GenBank,U20114] 

33«fctf^s> hp-T^7^>yy A|B^l[Nucleic Acid Research, 11, 1759 (1983)] J: D 

1") *5 J:OTIRH±3 K > &#&#SS#J#lli£jft U X X 5- «f ^— (IH?'J#^ 6 *5 
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&fcDNA# 'J * ^ — tfKQD(jfe#tttt)&ffl^Ts ( 1 ) ^Mb^iM 2 H S©CH0 
Wft*cDNA^J;OTB2/0WS3fScDNA 1 ^i£^?25Ml©SJ&M[K0D buffer #1(1*1 
#*61±)n 0.2mM dNTPs. ImM MgCl z , 0.4^M tMMfc^mftJ^^ -1 T— (lB?!j#*f 
5^<fc^ia^J#^6, Sfe{ilB9!l#-^5 43<fc^lB^J#-#7) , 5% DMS01&MRU 
^•U^^-- tfj£tfL£J& (PCR) ^tTofco PCRfcJu 94°CX 4ftffi<omtk<D®.s 98°Ct*15 
#BS > 65°CT2#^ 74°Cl!30$>liSjE>»£&S£Jfc£ 1 #;i/fc.bTs 251M 

VymihXsfzfe, pBluescriptll KS(+) (Strategene^t) ©M^EcoRVid «t D © 
WrbTW&atSWrK- (2.9Kb) *LigationHigh(^#«6tt)T?Ji3ieu — — X/n 

A7^-p-7^f>*)J:t>7 y hp-T^^>©#cDNA©ORF^S^tfX^X ^ F ( 
CHAc-pBS. YBAc-pBS) &#feo 

m#Ufe=S-cDNA©m*IB^J=&s DNA->— P^l/V—Wl (Parkin Elmer*±M) *S«tt5 
BigDye Terminator Cycle Sequencing FS Ready Reaction Kit (Parkin ElmerttM) 

=g-cDNA©ORF^SiH?y^n- fc^BttSbfeo 

(4) h**5<twgpaa?'j©^> i>n-;i/©ii 

£jg«ft©FUT8?Ifc W £ ©mRNAfe^S SlStl-fefeCs £ T&M&&ftf& b 

— FUT8#££>*^y hFUT8cD#cDNAg0^W^^pCR2.1^^^^r^X5 KTf&S 
CHFT8-pCR2 . 133 <fc OTBFT8-pCR2 . 1 £MB»filEcoRI-e WWf bT# 5> HfcDNA^ KM<b 
bTfflV^fco 

FUT85£McDF^=i > h n^tltl±> CHFT8-pCR2. l;fc<fcOTBFT8-pCR2. ICD^ 
W XAAX^- FUT8*5<fc^ * hFUT8©rtM*K3aj©ScaI-Hindira 
203bp&:K2c£ § d iz <fc t> f# JlfcCHFT8d-pCR2. 1^=5 <}:OTBFT8d-pCR2. 1 SUPS 

cDNA©ORF^S^pBluescriptII KS{ + )fc^^fe^vX ^ ^CHAe-pBSifc £t>* 

YBAc-pBSS. mi^(±HindIII^J;OTstI"es ^#MindIII*5 <fctMpnIT\ #^®Tb 

p-T^^>^acDW§P=J> hD™;Vi:UTi±s CHAc-pBS*5<trfYBAc-pBS£D^^, =f- 
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DraIIIPe5180bp£^2<£-£&C hlzji D#^ftfcCMcd-pBS;jb l J;OTBAcd-pBS£s 
teHindin^OTstl-t. ^#«HindUI;fc £tHpnI-?:\ #*3Mr bT#£>*ifcDNA£ 

( 5 ) jSft^WRT-PCRfc: J; Sfe^SO^fi: 

( 1) Tf#e>nfe#^M^ft*©cDNA^©50^#^M 5|il:fe<fcOT3 
£i^> hP-;Vjir^^^ K5»»l (lOfg) %^C?^#^20 |J tlcDH^[ExTaqbuffer( 
^«3£*±K 0.2mM dNTPs, 0.5mM Jtia*^?1MKJ^ <i T~ (»9!I##8*J:tJt 

iim ^;i/£bT32-tM ^;MT-?feo 
(1) T#^tife#te^Wfe*^©cDNA^CD50fg#^ 5^1*5^^1*1 
§P=r> h ^ f* 5fil ( lpg) &$£titt#flt20|*l GDKJfo*£[ExTaq buff er( 

^M&fck 0.2mM dNTPs, O.B^M X&m&^ftmtoT"? 4 (PJ#f 10^ 
tFB3#j#-fl U ^fci±ffi^J#-#l 2 33<fc£>lWI^-l 3) s 5% DMS0]T\ DNA^ 
IM^ — fc*ExTaq(SM*t)£ffl^TPCR£tT^fco PCR&. 94T:T-3^©&iitof£ s 
94°CT°30#P^ 65°C^1^P^ 72X^2^^ &£KJ&£ 1 1M ^Vi: bTmM ^ 
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FUT8 




F : 5' 
R : 5' 


-GTCCATGGTGATCCTGCAGTGTGG-3 ' 
-CACCAATGATATCTCCAGGTTCC-3 ' 


638 


431 


p-actin 


-) 


F : 5'- 
H : a'- 


-GATATCGCTGCGCTCGTTGTCGAC -3 ' 

rAPPA APPA APPPTrcPAA A AftAftP—'} ' 


789 


609 


p-actin 
(7'yh) 




F : 5' 
R: 5'- 


-GATATCGCTGCGCTCGTCGTCGAC-3 ' 
-CAGGAAGGAAGGCTGGAAGAGAGC-3 ' 


789 


609. 



Green I Nucleic Acid Gel Stain (Molecular Probes^fc) Tr^febfeo mm^tlt^ 
wmft(D%%<&M%:~7 fyJrwJ (Fluorlmager SI; Molecular Dynamics 

ifgs 5fg, iofg N 50fgs mfgjs£moofgtvTVcm*n?nm\ mmmmm 

m4^{3p-actinfe^^©mfc©ffi^ffih bTFUT8fe^S^^bfco 



51 



WO 00/61739 



PCT/JPOO/02260 



4 



mmm 
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Day5 
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2.0 


0.90 


0.57 


0.52 


0.54 
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3 0. 73^1/h7>^7i7-t>\ al,6-73^Vb7>X7x7-l?f* 

3 2. 9* h^aiD— TUBUS**. YB2/3HL.P2.G11.16Ag.20»T$>Ss if^CDfg 
ffl 3 1 SB«©SSIj&&aso 

h7>X7x7- IfT?*^ if5tc©$gH3 3H3*CDM3t75^o 
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SEQUENCE LISTING 
<110> KYOWA HAKKO KOGYO CO., LTD 

<120> Methods of modulating the activity of functional immune molecules 
<130> 11200 
<160> 13 

<170> Patent In Ver. 2.0 

<210> 1 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 1 

actcatcttg gaatctcaga attgg 25 

<210> 2 

<211> 24 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
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end. 
<400> 2 

cttgaccgtt tctatcttct ctcg 24 

<210> 3 
<211> 979 
<212> DNA 

<213> Crieetulus griseus 

<220> 

<400> 3 

actcatcttg gaatctcaga attggcgcta tgctactgga ggatgggaga ctgtgtttag 60 
acctgtaagt gagacatgca cagacaggtc tggcctctcc actggacact ggtcaggtga 120 
agtgaaggac aaaaatgttc aagtggtcga gctecccatt gtagacagcc tccatcctcg 180 
tcctccttac ttacccttgg ctgtaccaga agaccttgca gatcgactcc tgagagtcca 240 
tggtgatcct gcagtgtggt gggtatccca gtttgtcaaa tacttgatcc gtccacaacc 300 
ttggctggaa agggaaatag aagaaaccac caagaagctt ggcttcaaac atccagttat 360 
tggagtccat gtcagacgca ctgacaaagt gggaacagaa gcagccttcc atcccattga 420 
ggaatacatg gtacacgttg aagaacattt tcagcttctc gaacgcagaa tgaaagtgga 480 
taaaaaaaga gtgtatctgg ccactgatga cccttctttg ttaaaggagg caaagacaaa 540 
gtactccaat tatgaattta ttagtgataa ctctatttct tggtcagctg gactacacaa 600 
ccgatacaca gaaaattcac ttcggggcgt gatcctggat atacactttc tctcccaggc 660 
tgacttcctt gtgtgtactt tttcatccca ggtctgtagg gttgcttatg aaatcatgca 720 
aacactgcat cctgatgcct ctgcaaactt ccattcttta gatgacatct actattttgg 780 
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aggccaaaat gcccacaacc agattgcagt ttatcctcac caacctcgaa ctaaagagga 840 
aatccccatg gaacctggag atatcattgg tgtggctgga aaccattgga atggttactc 900 
taaaggtgtc aacagaaaac taggaaaaac aggcctgtac ccttcctaca aagtccgaga 960 
gaagatagaa acggtcaag 979 

<210> 4 
<211> 979 
<212> DNA 
<213> Rattus 
<220> 
<400> 4 

actcatcttg gaatctcaga attggcgcta tgctactggt ggatgggaga ctgtgtttag 60 
acctgtaagt gagacatgca cagacagatc tggcctctcc actggacact ggtcaggtga 120 
agtgaatgac aaaaatattc aagtggtgga gctccccatt gtagacagcc ttcatcctcg 180 
gcctccttac ttaccactgg ctgttccaga agaccttgca gatcgactcg taagagtcca 240 
tggtgatcct gcagtgtggt gggtgtccca gttcgtcaaa tatttgattc gtccacaacc 300 
ttggctagaa aaggaaatag aagaagccac caagaagctt ggcttcaaac atccagtcat 360 
tggagtccat gtcagacgca cagacaaagt gggaacagag gcagccttcc atcccatcga 420 
agagtacatg gtacatgttg aagaacattt tcagcttctc gcacgcagaa tgcaagtgga 480 
taaaaaaaga gtatatctgg ctaccgatga ccctgctttg ttaaaggagg caaagacaaa 540 
gtactccaat tatgaattta ttagtgataa ctctatttct tggtcagctg gactacacaa 600 
tcggtacaca gaaaattcac ttcggggcgt gatcctggat atacactttc tctctcaggc 660 
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tgacttccta gtgtgtactt tttcatccca ggtctgtcgg gttgcttatg aaatcatgca 720 
aaccctgcat cctgatgcct ctgcaaactt ccactcttta gatgacatct actattttgg 780 
aggccaaaat gcccacaacc agattgccgt ttatcctcac aaacctcgaa ctgatgagga 840 
aattccaatg gaacctggag atatcattgg tgtggctgga aaccattggg atggttattc 900 
taaaggtgtc aacagaaaac ttggaaaaac aggcttatat ccctcctaca aagtccgaga 960 
gaagatagaa acggtcaag 979 

<210> 5 
<211> 40 
<21E> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 

<400> 5 

aagtataagc ttacatggat gacgatatcg ctgcgctcgt 40 

<210> 6 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 

<400> 6 

atttaactgc aggaagcatt tgcggtggac gatggagggg 40 



<210> 7 
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<211> 40 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 

<400> 7 

atttaaggta ccgaagcatt tgcggtgcac gatggagggg 40 

<210> 8 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 

<400> 8 

gtccatggtg atcctgcagt gtgg 24 

<210> 9 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 

end. 

<400> 9 

caccaatgat atctccaggt tec 23 
<210> 10 
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<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 10 

gatatcgctg cgctcgttgt cgac 24 

<210> 11 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 11 

caggaaggaa ggctggaaaa gage 24 

<210> 12 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 12 

gatatcgctg cgctcgtcgt cgac 24 



<210> 13 
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<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequense : Synthetic DNA 
end. 

<400> 13 

caggaaggaa ggctggaaga gage 
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